Nephro-Urol Mon. 2018 November; 10(6):€84296. doi: 10.5812/numonthly.84296.

Published online 2018 November 5. Research Article

The Association of Fibroblast Growth Factor-23 with Mineral Factors
(Ca, P,and Mg), Parathyroid Hormone, and 25-Hydroxyvitamin D in
Hemodialysis Patients: A Multicenter Study

Farzanehsadat Minoo"?, Elham Ramezanzade® , Mehrzad Mojarad', Azam Alamdari"? and
Mohammad Taghi Najafi*?

'Nephrology Research Center, Tehran University of Medical Sciences, Tehran, Iran
2Center of Excellence in Nephrology, Tehran University of Medical Sciences, Tehran, Iran
3Orgem Transplantation Research Center, School of Medicine, Guilan University of Medical Sciences, Rasht, Iran

‘Corresponding author: Organ Transplantation Research Center, Razi Hospital, School of Medicine, Guilan University of Medical Sciences, Rasht, Iran. Fax: +98-2166581568,
Email: rz.elham58@gmail.com

Received 2018 September 15; Accepted 2018 October 07.

Abstract

Background: Fibroblast growth factor-23 (FGF23) is a phosphaturic factor that is released from bone. A variety of bone diseases can
occur in renal diseases.

Objectives: This study aimed to investigate the association of FGF23 with mineral factors, PTH, and 25-hydroxyvitamin D among
hemodialysis patients.

Methods: This cross-sectional multicenter study was performed on 135 patients aged 18 years or over with end-stage renal disease
treated with hemodialysis maintenance. FGF-23, phosphorus, Ca, Mg, PTH, 25-hydroxyvitamin D, Uric Acid, Na, and K were measured
in each patient’s fasting blood sample. We used univariate and multivariate linear regressions.

Results: The mean age of patients was 56.45 = 13.64 years. The mean and median FGF23 concentration in patients were 855.07
43.33 and 762.6 (IQR =456.6 -1430.3) pg/mL, respectively. Different variables did not show any significant difference between the two
sexes. After adjustment for age, sex, dialysis time, uric acid, Na, K, and kt/V, FGF23 had a linear association with 25-hydroxyvitamin
D and every 10-unit (pg/mL) increase in FGF23 was significantly associated with a 0.03 mg/mL increase in 25-hydroxyvitamin D (P =
0.04). In addition, other variables showed no significant association with FGF23.

Conclusions: According to the results, FGF23 had a linear association with vitamin D and an increase in FGF23 was significantly
associated with an increase in vitamin D. In addition, there was no significant association between mineral factors and PTH, and
FGF23.
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1. Background levels of serum calcium. PTH increases serum Ca level
through bone and kidney (9). PTH is commonly elevated in

Fibroblast growth factor 23 (FGF23) is a hormone re-  patients with CKD. The kidney is also the major site for pro-
leased from bone to plasma to increase phosphate excre- ducing1,25(0H), Dand 24,25 (OH), D from 25 (OH) D (10, 11).
tion from the kidney. Besides, it is a predictor for the out-  pigh pTH often is found in people with vitamin D insuffi-
come in both acute and chronic illnesses (13). Increasing  cjency. In contrast, FGF23 levels were elevated in those who

FGF23 levels have been shown in different stages of kid-  \ere vitamin D replete (12). In addition, FGF23 is an impor-
ney diseases (1). Moreover, in adult patients with CKD, in- tant factor in regulating phosphorus (P), Ca, and vitamin
creased plasma FGF23 is associated with adverse outcomes. 1y metabolism and it can lead to vascular calcifications (13).

Bone disorders may occur very soon in CKD and thereisa  pGp23 thatregulates vitamin D and P homeostasis indepen-
strong association between FGF23 and the riskof mortality  gent of the PTH shows potential molecular mechanisms of

mainly from cardiovascular disease, left ventricular hyper-  pgne and mineral disorders in CKD (14).
trophy, kidney disease progression, and vascular dysfunc-
tion in CKD (4-8). The progressive derangement of mineral homeostasis

Parathyroid hormone (PTH) is secreted to correct low is accompanied by CKD. Besides, there is an imbalance be-
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tween blood and tissue concentrations of Ca and P (15).
Calcium and vitamin D can suppress PTH expression and
parathyroid gland hyperplasia. It is believed that FGF23
and PTH mutually regulate each other in a negative feed-
back loop where PTH stimulates FGF23 production and
FGF23, in turn, suppresses PTH synthesis (9). Therefore,
FGF23, vitamin D, and PTH accompany each other and in-
teract in the regulation of metabolism of Ca, P, and bone
(13). Although variant derangements in calcium, phos-
phate, and vitamin D metabolism and complex bone dis-
eases can occur in CKD, the association between different
levels of these factors and the outcomes in hemodialysis
patients is not completely understood (12).

Therefore, this study aimed to investigate the associa-
tion of FGF23 with mineral factors (Ca, P,and Mg), PTH, and
25-hydroxyvitamin D among hemodialysis patients.

2. Methods

2.1. Data Collection

This cross-sectional multicenter study was performed
on 135 patients aged 18 years or over with end-stage renal
disease treated with hemodialysis maintenance from the
hemodialysis center of Imam Khomeini Hospital in Tehran
province and the hemodialysis center of Razi Hospital in
Rasht city, Iran. Some necessary data regarding the pa-
tient’s age, sex, and dialysis time were extracted from the
records of the patients using a data collection form.

2.2. Mineral Factors (Ca, P, and Mg), Parathyroid Hormone
(PTH), and 25-Hydroxyvitamin D Measurement in Patients

Phosphorus (P), calcium (Ca), magnesium (Mg),
parathyroid hormone (PTH), and 25-hydroxyvitamin D
were measured in each patient’s blood sample before the
beginning of dialysis using audit kits from Audit Com-
pany made in Ireland for Ca, P,and Mg; PTH was measured
using chemiluminescent assay in IMMULITE2000 with
Siemens kits from Siemens Company made in China;
and 25-hydroxyvitamin D was determined using the ELFA
(enzyme linked fluorescent assay) technique with Vidas
kits from Vidas Company made in China.

2.3. Biochemical Markers Measurement in Patients

Uric acid, sodium (Na), and potassium (K) were mea-
sured using blood tests while fasting. In addition, kt/V was
calculated in all patients.

2.4. Measurement of Fibroblast Growth Factor 23

FGF23 was measured by ELISA kits from BIOTECH com-
pany made in China before the beginning of dialysis ses-
sions in pg/mL unit.

2.5. Statistical Analysis

For a description of continuous data, first, the nor-
mality assumption was assessed using the Kolmogorov-
Smirnov test. If data had a normal distribution, means and
standard deviations were presented for them; otherwise,
the medians and interquartile ranges were presented. For
comparison of continues variables among males and fe-
males, we used a t-test for normal variables and Mann-
Whitney test for non-normal distributed variables.

We used univariate and multivariate linear regressions
to investigate the association between FGF23 and min-
eral factors (Ca, P, and Mg), parathyroid hormone, and 25-
hydroxyvitamin D. To better report and interpret the re-
sults, the FGF23 was divided by 10. Hence, each unit change
in FGF23 equals 10 pg/mL. Mineral factors (Ca, P, and Mg),
PTH, and 25-hydroxyvitamin D were modeled in separate
models against FGF23, dialysis time, age, sex, uric acid, Na,
K, and kt/V.

For Pand Mg, because the residuals of the models were
normal, we did not use any outcome transformation. For
PTH, because the residuals of the models were not normal,
we did use log transformations. In addition, for Ca and
25-hydroxyvitamin D, because the residuals of the models
did not show normal distribution after various transfor-
mations, to get the correct Pvalue and confidence interval,
we used 300 bootstrap sampling. Data were analyzed by
the Stata software (version 12). For all statistical tests, P <
0.05 was considered statistically significant.

3. Results

Using the Kolmogorov-Smirnov test, P, Mg, Na, K, and
uricacid had normal distributions; hence, their meansand
standard deviations are presented. Other study variables
had non-normal distribution and medians and interquar-
tile ranges are presented for them.

Totally, 135 patients with end-stage renal disease were
studied. The mean age of the patients was 56.45 & 13.64
years (54.28 & 14.24 in males and 59.72 % 12.11 in females).
Sixty percent (81) of the patients were male (sex ratio: 1.5
male/female). The median dialysis time in patients was 7
(IQR = 5-10) months. In addition, the mean and median
FGF23in patients were 855.07 & 43.33and 762.6 (IQR=456.6
-1430.3) pg/mL, respectively. The distribution of P, Mg, Na,
K, and uric acid among males and females was calculated
by t-test and the distribution of dialysis time, FGF23, Ca, Vit.
D, PTH, and kt/V among males and females was calculated
by the Mann-Whitney test.

The mean age, dialysis time, kt/V, FGF23, Ca, P, PTH, 25-
hydroxyvitamin D, and biochemical markers did not show
any significant difference between the two sexes. The de-
scription of the study variables is presented in Table 1.
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There was a statistically significant association between
FGF23 and dialysis time adjusted for sex and age. For every
month increase in the duration of dialysis time, the con-
centration of FGF23 increased by 58.66 pg/dL (P = 0.001).

3.1. Association of Mineral Factors (Ca, P, and Mg), Parathyroid
Hormone, and 25-Hydroxyvitamin D Pressure with FGF23

As Table 2 shows in univariate regression, there was no
significant association between mineral factors (Ca, P, and
Mg), PTH, and 25-hydroxyvitamin D, and FGF23 (P> 0.05).

After adjustment for age, sex, dialysis time, uric acid,
Na, K, and kt/V, FGF23 had a linear association with 25-
hydroxyvitamin D and every 10-unit (pg/mL) increase in
FGF23 was significantly associated with a 0.03 mg/mL in-
crease in 25-hydroxyvitamin D (P=0.04). In addition, other
variables did not show any significant association with
FGF23 (Table 2).

4. Discussion

The aim of this study was to investigate the association
between FGF23 and mineral factors (Ca, P,and Mg), parathy-
roid hormone, and 25-hydroxyvitamin D among patients
with end-stage renal disease treated with hemodialysis
maintenance.

Homeostasis of calcium and phosphate is maintained
by active vitamin D in accompanying with FGF23 and PTH
(16). In the present study, after adjustment for different
variables, FGF23 had a linear association with vitamin D
and every 10-unit (pg/mL) increase in FGF23 was signifi-
cantly associated with a 0.03 mg/mL increase in vitamin
D. Similarly, in a multicenter hemodialysis cohort in Tai-
wan, Chao et al. evaluated the relationship between 25
(OH) D and 1,25 (OH), D, vitamin D-binding protein, and
FGF23. In multiple regression analyses, the serum FGF23
level had a strong association with total, free, and bioavail-
able 25 (OH) D and total, free, and bioavailable 1,25 (OH),
D levels (17). In Mizuiri et al. study on 332 Japanese main-
tenance hemodialysis patients, the determinants of the
serum FGF23 level in patients were age, serum Ca, P, PTH
levels, the active vitamin D dose, and the GNRI (18). In ad-
dition, in Hsu et al. study, patients with higher FGF23 had
higher 25 (OH) vitamin D, serum phosphorus, and age (19).

Previous studies have shown that FGF23 is adjusted by
Ca, P, and PTH. FGF23 can suppress 1,25-dihydroxyvitamin
D production and PTH secretion (16). On the other hand,
the serum P level had a positive correlation with elevated
FGF23 levels in patients with ESRD and the effects of PTH
were variable (20). In addition, studies have shown that
FGF23 could affect bone formation and mineralization, in-
dependently of its effect on phosphate regulation (21, 22).
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Nevertheless, in our study, there was no significant asso-
ciation between mineral factors (Ca, P, and Mg) and PTH,
and FGF23. Contrary to our results, Sridharan et al. showed
a strong association between different levels of FGF23 and
the bone formation marker PINP. They also showed FGF23
was up-regulated following intermittent PTH levels (23). In
contrast, in a study, the exogenous PTH administration re-
duced circulating FGF23 concentrations (24).

The reason why we did not find a relationship between
calcium and phosphorus, and parathyroid hormone can
be that despite a better understanding of FGF23 biology
in systemic regulation of P turnover (25), factors inducing
its skeletal expression have not been yet fully documented.
1,25-dihydroxyvitamin D, P, Ca, leptin, iron, secreted klotho,
acidosis,and PTH are the factors currently known to induce
FGF23 production (9). Perhaps, another reason we could
not relate these factors is that our patients were not identi-
calregarding the flux of dialysis filters. According to the re-
sults of Kendrick study, in hemodialysis patients, FGF23 lev-
els are even more than 1000 times higher than in the nor-
mal population (26). Early increase in the level of FGF23 in
CKD is an adaptive mechanism to prevent phosphate over-
load (27). In another study, over a period of 12 months,
high-flux hemodialysis was associated with stable FGF23
levels whereas the low-flux hemodialysis group showed an
increase in FGF23 (28).

In Wetmore et al. study, increased baseline log FGF23
levels had a significant correlation with putative alter-
ations in gland mass as estimated by significantly shal-
lower slopes of the iCa/PTH suppression curves. Besides,
they reported that FGF23 levels decrease during dialysis,
but the decrease does not appear to be associated with the
changes in PTH or decrements of P during the hemodialy-
sis procedure (29). Therefore, another reason may be that
we did not measure the dynamic level of FGF 23 hormone
during dialysis, as the Wetmore et al. study may have an
effect onits slope.

As aresult, the mean and median FGF23 were 855.07 +
4333 and 762.6 (IQR = 456.6 -1430.3) pg/mL, respectively. In
addition, the mean age of the patients was 56.45 + 13.64
years and the median dialysis time in patients was seven
months. In Jean et al. study, the mean serum FGF23 level
was 7060 = 1350 RU/mL and linear regressions showed a
significant correlation between log FGF23 and age. In ad-
dition, the mean age was 66.6 & 14 years (30). In Negishi
et al. study, the serum FGF23 level in dialysis patients was
1171 £ 553 pg/mL. The level of FGF23 was significantly higher
in hemodialysis patients than in healthy volunteers (1171
vs. 48 pg/mL) (31). Therefore, all studies indicated a higher
level of FGF23 in renal disease and CKD patients. Similarly,
Chao etal. reported that the mean age of patients was 66.4
=+ 13.9 years (17).
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Table 1. Distribution of FGF23, Mineral Factors (Ca, P, and Mg), PTH, 25-Hydroxyvitamin D, and Biochemical Markers by Sex Among Hemodialysis Patients

Variables Male (n = 81) Female (n=54) Total (n=135) PValue
Median (Q1-Q3)? Median (Q1-Q3) Median (Q1-Q3)
Dialysis time (mo) 7(5-10) 8(4-11) 7(5-10) 0.64°
FGF23 (pg/mL) 7015 (423.3-1430.3) 822.5(475-1424) 762.6 (456.6 -1430.3) 0.45°
Ca(mg/mL) 8.7(8.3-9.1) 9(8.4-9.5) 8.8(83-9.3) 0.12°
Vit. D (mg/mL) 37(25.3-53.9) 31(19-57.6) 37(21-57) 037"
PTH (ng/mL) 325 (173 - 613) 337(202-550) 325 (191-575) 0.86°
kt\v 1.2(114-1.24) 119 (118 -1.22) 1.2 (115-1.23) 0.65
Mean (SD) Mean (SD) Mean (SD)
P (mg/mL) 5.38(1.3) 5.16 (113) 5.29 (1.23) 0.29°
Mg (mg/mL) 2.16 (0.26) 226 (0.30) 2.20(0.28) 0.03¢
Na (meq/L) 139.22 (3.91) 139.05 (4.63) 139.15 (4.2) 0.82°
K (meq/L) 4.58(0.63) 4.77(0.84) 4.66 (0.72) 0.15°
Uric acid (mg/dL) 6.5(133) 6.49 (132) 6.50 (132) 0.94°

?Q1-Q3 =Interquartile range.
PBased on Mann-Whitney test.
“Based on t-test.

Table 2. The Univariate and Multivariate Association of Mineral Factors (Ca, P, and Mg), PTH, and 25-Hydroxyvitamin D with FGF23 Among Hemodialysis Patients™ b

Univariate Multivariate
Dependent Variables
B SE P Value B SE 95% CI P Value R

Ca (mg/mL) -0.0004 0.001 0.81 -0.0002 0.002 -0.005-0.005 0.93 0.02
P (mg/mL) 0.002 0.002 032 0.003 0.002 -0.001- 0.007 0.3 0.08
Mg (mg/mL) -0.0002 0.0004 0.59 -0.0001 -0.0005 -0.001-0.0009 0.84 o1
PTH (ng/mL) 0.001 0.001 0.25 0.001 0.001 -0.001-0.004 0.48 0.08
Vit.D (mg/m].) 0.04 0.03 0.19 0.06 0.03 0.002-0.13 0.04 0.16

? B, regression coefficient; CI, confidence interval; R?, coefficient of determination; SE, standard error.
PBased on linear regression and adjusted for: age, sex, dialysis time, uric acid, Na, K and kt/V.

4.1. Conclusion

According to the results, FGF23 had a linear associa-
tion with vitamin D and an increase in FGF23 was signif-
icantly associated with an increase in vitamin D. In addi-
tion, there was no significant association between mineral
factors and PTH, and FGF23.
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