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Abstract:

Purpose:

Both the quality of water and biocompatibility of dialyzers are responsible for systemic inflammation in hemodialysis patients. As
the biocompatibility of dialyzers has improved, focus for procedural improvements has shifted to water quality. Although ultrapure
water reduces the inflammatory response, it is not clear whether different qualities of ultrapure water can further decrease the
inflammatory response. This study aims to evaluate the relationship between water quality and the inflammatory response in
hemodialysis patients.

Materials and Methods:

We enrolled five patients (two men and three women, mean age 44.6 + 7.36 years) in maintenance hemodialysis (HD) for three
sessions a week. Three quality grades of water were applied in successive weeks: Standard water (NO), single-filter ultrapure water
(N1), and double-filter ultrapure water (N2). N2 water was created by mixing N1 water with N1 dialysate and passing the mixture
through a second filter. Each patient was exposed to different water quality (NO, N1, N2) for a period of 1 week. Monocyte
chemoattractant peptide-1 (MCP-1) mRNA expression in peripheral blood mononuclear cells (PBMCs) was determined by real-time
PCR. MCP-1 protein in plasma was measured by ELISA.

Results:

The expression of MCP-1 mRNA in isolated PBMCs after HD was invariant between the N1 and N2 water. The expression of
MCP-1 mRNA decreased by 16.1% compared to pre-HD in the NO system. The expression of MCP-1 mRNA increased by 10.5% in
N1 system, and decreased by 12.2% in the N2 system. The water quality did not have a significant impact on MCP-1 protein
expression. MCP-1 protein expressions pre- and post-HD were 160.9 + 13.9 and 153.6 + 51.6 pg/mL, respectively, when no filter
was used (NO). In the case of single-filtered water (N1), the expression levels were 166.6 £ 41.9 and 190.7 + 88.2 pg/mL pre- and
post-HD, respectively. For double-filtered water (N2), the expression levels were 147.8 +40.0 and 169.1 + 52.5 pg/mL pre- and post-
HD, respectively.

Conclusion:

There was no difference in MCP-1 response with respect to the number of water filtration steps in HD patients. Further study with
especially ultrapure and sterile water is needed to examine the long-term consequence of water purity on inflammatory reactions, and
will require more participants in a longer examination window.
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1. INTRODUCTION

Inflammatory reactions are a common issue for Hemodialysis (HD) patients [1]. During HD, 200-300 mL of blood
per min contacts the dialysis membrane and dialysate for 4 h. The extended exposure inevitably results in some degree
of inflammatory response in the patient. Biocompatible dialysis membrane and highly purified water are thought to be
able to minimize unwanted inflammatory reactions [2]. Recently, technical developments have allowed the use of
biocompatible membrane for most HD patients [3].

Now attention is shifting toward the quality of water used during HD. The quality of purified water is important
because patients are exposed to 120 L of dialysate during one session of HD. Standard water used in HD is purified by
successive courses of pre-processing, reverse osmosis, post-processing, and distribution. Standard water is more highly
purified by a filter installed in the dialyzer before or after being mixed with dialysate, which upgrades the quality of
water to ultrapure [4]. Compared to standard water, higher quality water such as ultrapure water has been reported to
improve the response to hematopoietics [5, 6], nutritional status [7], hyperlipidemia, and cardiovascular disease [8 - 10].

There are several clinical studies addressing the quality differences between standard water and ultrapure water in
HD. However, it has not been reported whether different qualities of ultrapure water affect the inflammatory response in
HD patients. To compare the inflammatory reaction differences between water quality treatments, we compared the
expression of MCP-1 mRNA and protein between samples taken from patients treated with HD using traditional
ultrapure water and water more highly purified with an additional filter.

2. MATERIALS AND METHODS

2.1. Subjects

Inclusion and exclusion criteria were used to select subjects for this study. We included HD patients between 20 and
60 years old, currently being treated with maintenance HD three times a week, who had a hemoglobin content >9.0
g/dL, serum albumin >3.5 g/L, white blood cell count at 5,000-10,000/ul and low-density lipoprotein cholesterol level
of <130 mg/dL. We excluded patients who were scheduled for renal transplantation within a month or had been
diagnosed with diabetes mellitus, liver disease, or autoimmune disease. We also excluded patients who had an
infectious disease or a history of renal transplantation, and those who were planning pregnancy, were taking
immunosuppressant medication, or were enrolled in other clinical trials. Within these parameters, five patients were
selected for this study. The Institutional Review Board of Inje University, Ilsan-Paik Hospital approved this study
(IB-3-1209-040). The guidelines of the Declaration of Helsinki were followed and all patients provided written
informed consent.

2.2. Clinical Procedures

Subjects were dialyzed using the same low flux polyamide dialyzer (Polyflux 14L, Gambro, Sweden). Three types
of water quality were investigated: Standard water (no additional filter: NO) and ultrapure water processed with one or
two filtration steps (N1 and N2, respectively). In the N1 system, standard water was mixed with dialysate, resulting in
ultrapure water. In the N2 system, ultrapure water was mixed with dialysate, and the mixture was treated again through
a second filter, resulting in more highly purified ultrapure water. Each patient was exposed to the quality numbers (NO,
N1, N2) for 1-week intervals. The NO and N1 treatments were applied to Phoenix (Gambro, Sweden), and N2 was
applied to AK200 (Gambro, Sweden).

2.3. Isolation of Peripheral Blood Mononuclear Cells

A 5 mL blood sample was collected from the subjects before and after each dialysis treatment. Plasma was
separated from whole blood and Peripheral Blood Mononuclear Cells (PBMCs) were extracted using Ficoll solution
(Biochrom AG, Berlin, Germany). In brief, phosphate-buffered saline and blood concentrates were mixed in a 1:1 ratio
within a 50 mL tube and centrifuged at 1400 rpm, 25°C for 25 min. Another 50 mL tube was prepared for gathering
buffy coat. After gentle mixing to wash the cells, the tube was centrifuged at 2000 rpm for 3 min to separate cells, and
the upper layer was discarded. Separated PBMC pellet was stored at -70°C before mRNA separation and successive
experiments.

2.4. Measurement of MCP-1 mRNA

Total RNA was extracted with TRIzol and reverse transcribed using a cDNA synthesis kit (Fermentas, Burlington,
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Canada) as previously described [11]. Gene expression was measured by quantitative real-time polymerase chain
reaction (QRT-PCR). RT-PCR was performed by following a standard three-step cycling condition using SYBR Green
Master mix. Primers were designed from the respective gene sequences using Primer3 software. The expression value
of MCP-1 mRNA was adjusted by normalizing the data to the house-keeping gene GAPDH before calculation and
comparison. The primer sequences used for MCP-1 and GAPDH were; MCP-1 sense 5' GTG AAA CAT TAT GCC
TTA A 3'; anti-sense 5’ CCA AGT CTC TGT ATC TAA A 3’; GAPDH sense 5' TCT AGG CAC CAA GGT GTG 3;
anti-sense 5' TCA TGA GGT AGT CCG TCA GG 3".

2.5. Measurement of MCP-1 Protein

The concentration of MCP-1 in plasma was determined with a commercial quantitative sandwich Enzyme-linked
Immunosorbent Assay (ELISA) kit (R&D systems, Minneapolis, USA) according to the manufacturer's instructions.
Each assay was performed in duplicate, and color intensity was measured with an ELISA reader at 450 nm. MCP-1
concentration is expressed as a proportion of total protein in each sample.

2.6. Statistical Analysis

We used non-parametric analysis because most of the variables were not normally distributed even after logarithmic
transformation. The Mann-Whitney U test was used to compare differences between two groups. Statistical significance
was defined as p value < 0.05. All statistical analyses were performed using SPSS version 10.0 (SPSS Inc., Chicago, IL,
USA). Data are expressed as mean + standard error.

3. RESULTS

3.1. Basic Characteristics of the Subjects

There were two male and three female subjects. Their mean age was 44.6 + 7.36 years. The mean vintage on HD
was 26.6 £ 8.2 (range 18-40) months (Table 1).

Table 1. Basic characteristics of the subjects. SD; Standard Deviation.

Characteristics Mean + SD
Sex M:F 2:3
Age (years) 44.6 +7.36
Duration of HD (month) 26.6 £8.2
Kt/V 1.38+0.17
Hemoglobin (g/dL) 9.7+0.89
White blood cells(/ul) 6142 + 1436
Albumin (g/L) 3.83£0.62
Creatinine (mg/dL) 10.1+1.73
Total CO2 (mmol/L) 19.2+£9.45
Calcium (mg/dL) 8.28 £0.57
Phosphorus (mg/dL) 5.56+1.09

3.2. MCP-1 mRNA Expression in PBMC

The expression of MCP-1 mRNA in isolated PBMCs after HD was not significantly changed by the number of
filtration steps. The expression of MCP-1 mRNA decreased by 16.1% compared to pre-HD in the NO system. The
expression of MCP-1 mRNA increased by 10.5% in the N1 system, and decreased by 12.26% in the N2 system (Fig. 1).

3.3. MCP-1 Protein Expression

MCP-1 protein expression pre- and post-HD was 160.9 + 13.9 and 153.6 + 51.6 pg/mL, respectively for the NO
system. In the case of single filtration (N1), the expression was 166.6 =41.9 and 190.7 + 88.2 pg/mL respectively. For
double filtration (N2), the expression was 147.8 + 40.0 and 169.1 + 52.5 pg/mL respectively. There was no significant
difference between the three treatment qualities (Table 2).
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Fig. (1). MCP-1 mRNA expression pre- and post-dialysis according to number of filtration steps. NO: no filter, N1: one filter, N2:

two filters. Pre: Pre-dialysis, post: Post-dialysis.

Table 2. MCP-1 protein expression. The MCP-1 protein expressions in plasma was not significantly different among three

groups. NS; not specific in significance.

Number of filter Pre HD Post HD P value
NO 160.9+13.9 153.6 £ 51.6 NS
N1 166.6 +41.9 190.7 + 88.2 NS
N2 147.8 £40.0 169.1 £52.5 NS

Individual changes in MCP-1 protein expressions pre- and post-HD were evaluated for each patient individually.
When no filter was used (NO), the expression increased in one patient, decreased in two patients, and did not change in
two patients. In the case of single filtration (N1), the expression increased in two patients and did not change in the
remaining patients. For double filtration (N2), the expression increased in one patient, decreased in two patients, and did

not change in two patients (Fig. 2).
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Fig. (2). MCP-1 protein expression in each group.
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4. DISCUSSION

Altering the number of water filtration steps did not change the expression of inflammatory marker MCP-1. These
findings show that improving ultrapure water with repeated filtration does not guarantee improvement in the
inflammation response of hemodialysis patients, at least when measured just before and after HD.

Many studies using different dialysis methods have revealed that they have not made much difference, contrary to
expectations. In the HEMO (hemodialysis) study, there was no major benefit to higher dose dialysis and high-flux
dialysis than the usual dialysis dose and low-flux dialysis, respectively. High-flux dialysis was only effective in patients
having undergone HD for over 3.7 years [12]. In an MPO (membrane permeability outcome) study, increased efficacy
was confined to the patients who had serum albumin values less than 4 g/dL and diabetes [13]. In addition, the on-line
hemodiafiltration method failed to yield a significantly different prognosis compared with low-flux or high-flux dialysis
and was effective only in some patients [14]. The reason for low or no efficacy gain from these high technology dialysis
methods could be a difference in water quality used in HD. Dialysate is used for HD after mixing it with water (A
solution and B solution). Dialysate mixed with A and B solution becomes higher quality water by passing through a
filter in the dialyzer. However, microorganisms, lipopolysaccharides, and short bacterial DNA fragments can remain
and evoke inflammatory reactions [15 - 17]. Unwanted inflammation could be reduced by further filtering. In our study,
three different qualities of water produced no difference in MCP-1 expression. Ultrapure water more highly purified
through an additional filter (N2) was not effective in reducing MCP-1 expression compared to other qualities of water
examined in the study. Currently many institutions are using high-flux dialysis with ultrapure water, whereas sterile
water is only used for hemodiafiltration. Studies comparing ultrapure water and sterile water can elucidate whether the
quality of water used during HD influences the inflammatory reaction.

There have been reports that higher quality water reduces the inflammatory reaction [18]. Lederer et al., also
reported that use of ultrapure water for more than 3 years decreased inflammatory reactions and cardiovascular
complications [19]. This effect seems not to occur for a single use but does occur with long-term replacement of high
quality water. Di lorio et al., reported that additional ultrafiltration improved dialysis water purity, reducing
inflammation [20]. However, definitive comparison between standard and ultrapure water could be difficult using a
low-flux dialyzer because there is less back diffusion or back filtration in low flux dialysis compared with high flux
dialysis [21]. The inflammatory reaction difference between standard and ultrapure water needs to be examined with a
high flux dialyzer. However, the comparison is not possible because standard water could be harmful in high-flux
dialysis.

There are some limitations in this study. First, the small number of patients makes definitive comparison difficult.
Second, strict inclusion criteria is not proper to generalize this result to all dialysis conditions. Third, to clarify the
difference introduced by water quality, high flux dialysis would have to be used. However, high flux dialysis cannot be
applied with standard water due to ethical issue. Fourth, there is a limitation of collecting sample only once before and
after HD treatment to avoid unnecessary burden on the patient. If the measurements were taken after a longer term of
repeated use of higher quality water, they could produce different results. Fifth, the quality of ultrapure water would be
more improved by using two filters. However, the water quality between N1 and N2 systems would not be as
significantly different as expected. To clarify the inflammatory effect from water quality, sterile water needs to be
included as well as ultrapure water. Finally, additional measurement of other inflammatory marker would support the
current result, although the mRNA and protein expressions of MCP-1 were similar,

CONCLUSION

In conclusion, there were no differences in the MCP-1 response in HD patients when the number of filtration steps
was increased. Further study with especially ultrapure and sterile water over a longer period and with more participants
is needed to clarify whether inflammatory reactions change in response to the water quality.

ETHICS APPROVAL AND CONSENT TO PARTICIPATE
The Institutional Review Board of Inje University, Ilsan-Paik Hospital approved this study (IB-3-1209-040).

HUMAN AND ANIMAL RIGHTS

Animals did not participate in this research. All human research procedures followed were in accordance with the
ethical standards of the committee responsible for human experimentation (institutional and national), and with the



44 The Open Urology & Nephrology Journal, 2018, Volume 11 Lee et al.

Helsinki Declaration of 1975, as revised in 2008.

CONSENT FOR PUBLICATION

Informed verbal consent from each study participant was obtained.

CONFLICT OF INTEREST

The authors declare no conflict of interest, financial or otherwise.

ACKNOWLEDGEMENTS
This work was supported by the Gambro Korea in 2013.
REFERENCES

[1] Zimmermann J, Herrlinger S, Pruy A, Metzger T, Wanner C. Inflammation enhances cardiovascular risk and mortality in hemodialysis
patients. Kidney Int 1999; 55(2): 648-58.
[http://dx.doi.org/10.1046/j.1523-1755.1999.00273.x] [PMID: 9987089]

[2] Arizono K, Nomura K, Motoyama T, et al. Use of ultrapure dialysate in reduction of chronic inflammation during hemodialysis. Blood Purif
2004; 22(Suppl. 2): 26-9.
[http://dx.doi.org/10.1159/000081870] [PMID: 15655319]

[3] Wilflingseder J, Perco P, Kainz A, Korbély R, Mayer B, Oberbauer R. Biocompatibility of haemodialysis membranes determined by gene
expression of human leucocytes: A crossover study. Eur J Clin Invest 2008; 38(12): 918-24.
[http://dx.doi.org/10.1111/j.1365-2362.2008.02050.x] [PMID: 19021716]

[4] Glorieux G, Neirynck N, Veys N, Vanholder R. Dialysis water and fluid purity: More than endotoxin. Nephrol Dial Transplant 2012; 27(11):
4010-21.
[http://dx.doi.org/10.1093/ndt/gfs306] [PMID: 22844107]

[5] Sitter T, Bergner A, Schiffl H. Dialysate related cytokine induction and response to recombinant human erythropoietin in haemodialysis
patients. Nephrol Dial Transplant 2000; 15(8): 1207-11.
[http://dx.doi.org/10.1093/ndt/15.8.1207] [PMID: 10910446]

[6] Molina M, Navarro MJ, Palacios ME, et al. Importance of ultrapure dialysis liquid in response to the treatment of renal anaemia with
darbepoetin in patients receiving haemodialysis. Nefrologia 2007; 27(2): 196-201.
[PMID: 17564565]

[7] Schiffl H, Lang SM, Stratakis D, Fischer R. Effects of ultrapure dialysis fluid on nutritional status and inflammatory parameters. Nephrol Dial
Transplant 2001; 16(9): 1863-9.
[http://dx.doi.org/10.1093/ndt/16.9.1863] [PMID: 11522871]

[8] Tao J, Sun Y, Li X, et al. Conventional versus ultrapure dialysate for lowering serum lipoprotein(a) levels in patients on long-term
hemodialysis: A randomized trial. Int J Artif Organs 2010; 33(5): 290-6.
[http://dx.doi.org/10.1177/039139881003300504] [PMID: 20593350]

[9] Schiffl H, Lang SM. Effects of dialysis purity on uremic dyslipidemia. Ther Apher Dial 2010; 14(1): 5-11.
[http://dx.doi.org/10.1111/j.1744-9987.2009.00713.x] [PMID: 20438514]

[10] Honda H, Suzuki H, Hosaka N, et al. Ultrapure dialysate influences serum myeloperoxidase levels and lipid metabolism. Blood Purif 2009;
28(1): 29-39.
[http://dx.doi.org/10.1159/000210035] [PMID: 19325237]

[11]  Sun HK, Lee YM, Han KH, Kim HS, Ahn SH, Han SY. Phosphodiesterase inhibitor improves renal tubulointerstitial hypoxia of the diabetic
rat kidney. Korean J Intern Med (Korean Assoc Intern Med) 2012; 27(2): 163-70.
[http://dx.doi.org/10.3904/kjim.2012.27.2.163] [PMID: 22707888]

[12]  Cheung AK, Levin NW, Greene T, et al. Effects of high-flux hemodialysis on clinical outcomes: Results of the HEMO study. J Am Soc
Nephrol 2003; 14(12): 3251-63.
[http://dx.doi.org/10.1097/01.ASN.0000096373.13406.94] [PMID: 14638924]

[13]  Locatelli F, Martin-Malo A, Hannedouche T, et al. Effect of membrane permeability on survival of hemodialysis patients. J Am Soc Nephrol
2009; 20(3): 645-54.
[http://dx.doi.org/10.1681/ASN.2008060590] [PMID: 19092122]

[14]  Grooteman MP, van den Dorpel MA, Bots ML, et al. Effect of online hemodiafiltration on all-cause mortality and cardiovascular outcomes. J
Am Soc Nephrol 2012; 23(6): 1087-96.
[http://dx.doi.org/10.1681/ASN.2011121140] [PMID: 22539829]

[15] Bossola M, Sanguinetti M, Scribano D, et al. Circulating bacterial-derived DNA fragments and markers of inflammation in chronic
hemodialysis patients. Clin J Am Soc Nephrol 2009; 4(2): 379-85.
[http://dx.doi.org/10.2215/CIN.03490708] [PMID: 19118119]


http://dx.doi.org/10.1046/j.1523-1755.1999.00273.x
http://www.ncbi.nlm.nih.gov/pubmed/9987089
http://dx.doi.org/10.1159/000081870
http://www.ncbi.nlm.nih.gov/pubmed/15655319
http://dx.doi.org/10.1111/j.1365-2362.2008.02050.x
http://www.ncbi.nlm.nih.gov/pubmed/19021716
http://dx.doi.org/10.1093/ndt/gfs306
http://www.ncbi.nlm.nih.gov/pubmed/22844107
http://dx.doi.org/10.1093/ndt/15.8.1207
http://www.ncbi.nlm.nih.gov/pubmed/10910446
http://www.ncbi.nlm.nih.gov/pubmed/17564565
http://dx.doi.org/10.1093/ndt/16.9.1863
http://www.ncbi.nlm.nih.gov/pubmed/11522871
http://dx.doi.org/10.1177/039139881003300504
http://www.ncbi.nlm.nih.gov/pubmed/20593350
http://dx.doi.org/10.1111/j.1744-9987.2009.00713.x
http://www.ncbi.nlm.nih.gov/pubmed/20438514
http://dx.doi.org/10.1159/000210035
http://www.ncbi.nlm.nih.gov/pubmed/19325237
http://dx.doi.org/10.3904/kjim.2012.27.2.163
http://www.ncbi.nlm.nih.gov/pubmed/22707888
http://dx.doi.org/10.1097/01.ASN.0000096373.13406.94
http://www.ncbi.nlm.nih.gov/pubmed/14638924
http://dx.doi.org/10.1681/ASN.2008060590
http://www.ncbi.nlm.nih.gov/pubmed/19092122
http://dx.doi.org/10.1681/ASN.2011121140
http://www.ncbi.nlm.nih.gov/pubmed/22539829
http://dx.doi.org/10.2215/CJN.03490708
http://www.ncbi.nlm.nih.gov/pubmed/19118119

Inflammatory Response Variance: Hemodialysis Patient The Open Urology & Nephrology Journal, 2018, Volume 11 45

[16]

[17]

(18]

[19]

Gomila M, Gasco J, Gil J, Bernabeu R, Inigo V, Lalucat J. A molecular microbial ecology approach to studying hemodialysis water and fluid.
Kidney Int 2006; 70(9): 1567-76.
[http://dx.doi.org/10.1038/sj.ki.5001756] [PMID: 16900091]

Schindler R, Beck W, Deppisch R, et al. Short bacterial DNA fragments: Detection in dialysate and induction of cytokines. J Am Soc Nephrol
2004; 15(12): 3207-14.
[http://dx.doi.org/10.1097/01.ASN.0000145049.94888.26] [PMID: 15579524]

Rahmati MA, Homel P, Hoenich NA, Levin R, Kaysen GA, Levin NW. The role of improved water quality on inflammatory markers in
patients undergoing regular dialysis. Int J Artif Organs 2004; 27(8): 723-7.
[http://dx.doi.org/10.1177/039139880402700811] [PMID: 15478544]

Lederer SR, Schiffl H. Ultrapure dialysis fluid lowers the cardiovascular morbidity in patients on maintenance hemodialysis by reducing
continuous microinflammation. Nephron 2002; 91(3): 452-5.
[http://dx.doi.org/10.1159/000064286] [PMID: 12119476]

Di lorio B, Di Micco L, Bruzzese D, et al. Ultrapure dialysis water obtained with additional ultrafilter may reduce inflammation in patients on
hemodialysis. J Nephrol 2017; 30(6): 795-801.

Schiffl H. High-flux dialyzers, backfiltration, and dialysis fluid quality. Semin Dial 2011; 24(1): 1-4.
[http://dx.doi.org/10.1111/j.1525-139X.2010.00786.x] [PMID: 21299628]

© 2018 Lee et al.

This is an open access article distributed under the terms of the Creative Commons Attribution 4.0 International Public License (CC-BY 4.0), a
copy of which is available at: https://creativecommons.org/licenses/by/4.0/legalcode. This license permits unrestricted use, distribution, and
reproduction in any medium, provided the original author and source are credited.


http://dx.doi.org/10.1038/sj.ki.5001756
http://www.ncbi.nlm.nih.gov/pubmed/16900091
http://dx.doi.org/10.1097/01.ASN.0000145049.94888.26
http://www.ncbi.nlm.nih.gov/pubmed/15579524
http://dx.doi.org/10.1177/039139880402700811
http://www.ncbi.nlm.nih.gov/pubmed/15478544
http://dx.doi.org/10.1159/000064286
http://www.ncbi.nlm.nih.gov/pubmed/12119476
http://dx.doi.org/10.1111/j.1525-139X.2010.00786.x
http://www.ncbi.nlm.nih.gov/pubmed/21299628
https://creativecommons.org/licenses/by/4.0/legalcode

	Inflammatory Response Variance Based on Quality of Ultrapure Water in Hemodialysis Patients 
	[Purpose:]
	Purpose:
	Materials and Methods:
	Results:
	Conclusion:

	1. INTRODUCTION
	2. MATERIALS AND METHODS
	2.1. Subjects
	2.2. Clinical Procedures
	2.3. Isolation of Peripheral Blood Mononuclear Cells
	2.4. Measurement of MCP-1 mRNA
	2.5. Measurement of MCP-1 Protein
	2.6. Statistical Analysis

	3. RESULTS
	3.1. Basic Characteristics of the Subjects
	3.2. MCP-1 mRNA Expression in PBMC
	3.3. MCP-1 Protein Expression

	4. DISCUSSION
	CONCLUSION
	ETHICS APPROVAL AND CONSENT TO PARTICIPATE
	HUMAN AND ANIMAL RIGHTS
	CONSENT FOR PUBLICATION
	CONFLICT OF INTEREST
	ACKNOWLEDGEMENTS
	REFERENCES




