OPEN @ ACCESS Freely available online @ PLOS ‘ ONE

Resistance to Erythropoiesis Stimulating Agents in
Patients Treated with Online Hemodiafiltration and CrossMark
Ultrapure Low-Flux Hemodialysis: Results from a

Randomized Controlled Trial (CONTRAST)

Neelke C. van der Weerd'?*, Claire H. Den Hoedt>*, Peter J. Blankestijn®, Michiel L. Bots>, Marinus A. van
den Dorpel?, Renée Lévesque®, Albert H. A. Mazairac?, Menso J. Nubé?”’, E. Lars Penne®%, Pieter M. ter
Wee?’, Muriel P. C. Grooteman®’, CONTRAST Investigators’

1 Department of Nephrology, Academic Medical Center, Amsterdam, The Netherlands, 2 Department of Nephrology, VU Medical Center, Amsterdam, The Netherlands,
3 Department of Nephrology, University Medical Center Utrecht, Utrecht, The Netherlands, 4 Department of Internal Medicine, Maasstad Hospital, Rotterdam, The
Netherlands, 5 Julius Center for Health Sciences and Primary Care, University Medical Center Utrecht, Utrecht, The Netherlands, 6 Department of Nephrology, Centre
Hospitalier de I'Université de Montréal, St-Luc Hospital, Québec, Canada, 7 Institute for Cardiovascular Research VU Medical Center (ICaR-VU), VU Medical Center,

Amsterdam, The Netherlands, 8 Department of Internal Medicine, Medical Center Alkmaar, Alkmaar, The Netherlands

Abstract

Resistance to erythropoiesis stimulating agents (ESA) is common in patients undergoing chronic hemodialysis (HD)
treatment. ESA responsiveness might be improved by enhanced clearance of uremic toxins of middle molecular weight, as
can be obtained by hemodiafiltration (HDF). In this analysis of the randomized controlled CONvective TRAnsport STudy
(CONTRAST; NCT00205556), the effect of online HDF on ESA resistance and iron parameters was studied. This was a pre-
specified secondary endpoint of the main trial. A 12 months’ analysis of 714 patients randomized to either treatment with
online post-dilution HDF or continuation of low-flux HD was performed. Both groups were treated with ultrapure dialysis
fluids. ESA resistance, measured every three months, was expressed as the ESA index (weight adjusted weekly ESA dose in
daily defined doses [DDD]/hematocrit). The mean ESA index during 12 months was not different between patients treated
with HDF or HD (mean difference HDF versus HD over time 0.029 DDD/kg/Hct/week [—0.024 to 0.081]; P=0.29). Mean
transferrin saturation ratio and ferritin levels during the study tended to be lower in patients treated with HDF (—2.52%
[—4.72 to —0.31]; P=0.02 and —49 ng/mL [—103 to 4]; P =0.06 respectively), although there was a trend for those patients
to receive slightly more iron supplementation (7.1 mg/week [—0.4 to 14.5]; P=0.06). In conclusion, compared to low-flux
HD with ultrapure dialysis fluid, treatment with online HDF did not result in a decrease in ESA resistance.
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Introduction diminished response to ESA has been associated with various
factors, including (functional) iron deficiency, an impaired
nutritional state and the presence of (micro)inflammation [7,8].
Furthermore, the microbiological purity of the dialysis fluid [9],
the presence of hyperparathyroidism [10] and low dialysis
adequacy [11] have been associated with ESA resistance.
Hemodiafiltration (HDF) is an extracorporeal renal replace-
ment therapy that combines diffusive and convective solute
removal. In comparison with conventional HD, removal of
substances in the middle molecular weight (MMW) range (0.5—

In chronic hemodialysis (HD) patients, renal anemia is generally
treated with erythropoiesis stimulating agents (ESA) and iron
supplements. Although treatment with ESA has been shown to
improve left ventricular mass index [1] and quality of life [2], ESA
treatment has not been associated with a survival benefit, neither
in HD patients [3] nor in patients with chronic kidney disease not
yet on dialysis [4,5,6]. In many HD patients, target hemoglobin
levels are not reached due to a varying degree of ESA resistance. A
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40 kilodalton) is enhanced. Several observational studies showed a
survival benefit in patients treated with HDF [12,13,14,15],
whereas in the randomized controlled CONvective TRAnsport
STudy (CONTRAST) study and the Turkish Online Hemodiafil-
tration Study, survival was similar in patients treated with online
HDF and conventional HD [16,17]. The recently published
randomized On-Line Hemodiafiltration Survival Study (ESHOL)
did show a survival advantage for patients treated with HDF,
however [18].

It has been suggested that adding convective solute removal
improves ESA resistance, and hence the degree of anemia,
possibly by removing MMW toxins with erythropoiesis inhibiting
properties [19,20], increasing red blood cell life span [21,22] and/

or improving iron utilization [23]. Clinical data on the effect of

HDF on ESA resistance, however, are conflicting (table 1).

Anemia management and ESA resistance were predefined
secondary endpoints of the CONTRAST study [16,24]. In the
present analysis of this randomized controlled trial (RCT), the
effect of online post-dilution HDF and ultrapure low-flux HD on
hemoglobin levels, ESA resistance and iron parameters was
evaluated over a 12 month period.

Materials and Methods

Patients and study design

In the CONTRAST study (clinicaltrials.gov identifier
NCT00205556; first registration on September 2005), 714 chronic
HD patients were randomized either to switch to online HDF or to
continue low-flux HD. The protocol for this trial and supporting
CONSORT checklist are available as supporting information; see
Checklist S1 and Protocol S1. The study was conducted in
accordance with the Declaration of Helsinki and was approved by
a central medical ethics committee and by all local medical ethics
review boards. Written informed consent was obtained from all
patients prior to enrolment. Central approval was obtained by the
Medical Ethical Committee of the VU University Medical Center.
Local approval was obtained from the Medical Ethical Commit-
tees of all participating centers, which are listed in the
acknowledgements. The enrolment period started in June 2004
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and ended on January 1** 2010. The study stopped on January 1%
2011. For the present analysis, all available data on anemia
management and ESA resistance until 12 months of follow-up
were evaluated. Anemia management and ESA resistance was a
pre-specified secondary endpoint of the study and as such
registered on clinicaltrials.gov. The trial registration date of the
study was slightly after enrolment started due to logistic reasons.
The authors confirm that all related trials for this treatment
intervention are registered.

The rationale and the design of the CONTRAST study have
been described before [24]. Primary endpoint of the study is all
cause mortality [16]. Patients were recruited from 26 dialysis
centers in The Netherlands, 2 centers in Canada and 1 center in
Norway and randomized centrally into a 1:1 ratio for treatment
with online HDF or continuation of low-flux HD, stratified per
participating center. Patients were eligible for inclusion if they
were treated two or three times per week with HD for at least two
months. Exclusion criteria were age below 18 years, treatment
with hemo(dia)filtration or high-flux HD in six months prior to
randomization, a life expectancy less than three months due to
non-renal disease, participation in another clinical intervention
trial evaluating cardiovascular outcomes and severe incompliance
regarding frequency and/or duration of dialysis treatment.

Treatment protocol

Upon randomization, all patients were stable with a minimum
dialysis spKt/V .o of 1.2 per treatment. Treatment times were
fixed at baseline and could only be increased during follow-up
when the spKt/V dropped below 1.2. Online HDF was performed
in post-dilution mode with a target dose for convection flow of
100 mL/min and high-flux synthetic dialyzers were used (UF
coefficient 55-85 ml/mmHg/h: FX80, FX100 and Optiflux
F200NR [Fresenius Medical Care, Bad Homburg, Germany]
and Polyflux170H and Polyflux210H [Gambro Corporation AB,
Lund, Sweden]). Conventional HD was performed with low-flux
synthetic dialyzers (UF coeflicient 10-18 ml/mmHg/h: FEHPS,
F8HPS and Optiflux18NR [Fresenius] and Polyflux14L. and
Polyflux17L. [Gambro]). Routine patient care was performed
according to the opinion of the attending nephrologist and based

Table 1. Studies on the effect of HDF versus HD on ESA resistance.

Conventional treatment;

Mean convection

Design N ultrapure dialysis fluid?® volume (L/session) Outcome
Bonforte 2002 [37] Observational 32 Low-flux HD; no 19.5; post-dilution | ESA resistance
Lin 2002 [23] Cross-over 92 High-flux HD; yes 21; post-dilution | ESA resistance
Vaslaki 2006 [36] Randomized cross-over 129 Low-flux HD; no 20.2; post-dilution | ESA resistance
Schiffl 2007 [35] Randomized cross-over 76 Low-flux HD; no 20.3; post-dilution | ESA resistance
Turkish online HDF study RCT 782 High-flux HD; no 21.0; post-dilution | ESA resistance

2013 [17]
Vilar 2009 [15]

Observational

858 (232 HDF)

Oates 2011 [38] Observational 34 HDF, 44 HD
Ward 2000 [39] RCT 44

Wizemann 2000 [40] RCT 44

Locatelli 2012 [41] RCT 146

ESHOL 2013 [18] RCT 906
CONTRAST 2013 RCT 714

High-flux HD; yes
High-flux HD; yes
High-flux HD; yes
Low-flux HD; yes
Low-flux HD; yes

High-flux HD; yes
Low-flux HD; yes

Not available
>16; post-dilution
18.0; post-dilution
60; mid-dilution

HF: 60.4, HDF: 39.9; pre-
dilution

23.4; post-dilution
20.3; post-dilution

No difference
No difference
No difference
No difference

No difference

No difference

No difference

2Ultrapure dialysis fluid is defined as <0.1 colony forming units per ml and <0.03 endotoxin units per ml [28].

doi:10.1371/journal.pone.0094434.t001
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on the Quality of Care Guidelines of the Dutch Federation of
Nephrology. The Dutch Guideline on Anemia Management is
derived from the European Best Practice Guidelines [25] and the
KDOQI guidelines [26,27].

ESA and iron supplements were administered via the venous
blood line at the end of a dialysis session. Both HDF and HD
patients were treated with ultrapure dialysis fluids, containing less
than 0.1 colony forming units per mL and less than 0.03 endotoxin
units per mL [28,29]. The quality of the dialysis solutions was
regularly monitored as part of the Quality of Care Guideline on
water quality of the Dutch Federation of Nephrology [29].

Data collection

At baseline, data on demography, cause of renal failure, history
of cardiovascular disease, diabetes mellitus, type of vascular access,
dialysis vintage and treatment parameters were collected. Subse-
quent study visits were performed at three month intervals. During
these visits, information on ESA and iron doses at the time of the
visit date was collected.

ESA was prescribed as epoctin o or 3 (IU) or darbepoetin o (1g).
To compare the different types of ESA, weekly prescribed dosages
were converted to daily defined doses (DDD), using conversion
factors as provided by the World Health Organization (WHO)
Drug Classification (http://www.whocc.no/ateddd). DDD repre-
sents the assumed average maintenance dose per day for a drug
used for its main indication in adults. For darbepoetin o (ATC
code B03XA02) DDD is 4.5 pug and for epoetin o and p (ATC
code B0O3XAO01) DDD is 1000 IU.

ESA resistance was expressed as an ESA index: the weekly
weight adjusted ESA dose (DDD) divided by the haematocrit (Hct)
[30]. Iron supplements were prescribed as iron sucrose or iron
dextran (in mg/week), both with an equal amount of elemental
iron per mg.

At each study wvisit, with a window of two weeks around the
exact visit date, blood samples were drawn prior to dialysis for
routine laboratory assessments. All laboratory samples were
analysed in the local hospitals by standard laboratory techniques.
Ferritin levels (ug/L) and the transferrin saturation ratio (T'SAT)
were used as indices of iron stores. TSAT values were either
reported directly or calculated as serum iron divided by the serum
total-iron-binding capacity (TIBC), which was considered to
represent serum transferrin level [31].

Serum albumin was measured with either the bromcresol green
or bromcresol purple method and bromecresol purple concentra-
tions were converted to bromcresol green [32]. The second
generation Daugirdas formula was used to calculate spKt/V e,
[33]. In patients treated with HDF, the average achieved
convection volume per session was calculated as the sum of the
intradialytic weight loss and the infusion volume (substitution
volume). The HDF treatment was quantified by the convection
volume and pre-dialysis levels of B2-microglobulin (B2M; mg/L)
over time [34].

Statistical analysis

All analyses were conducted according to an intention-to-treat
principle. Patient data were censored at the date of death or date
of the last study wisit if the patient stopped with the study. All
variables were reported as proportions or means * standard
deviation (SD) or 95% confidence interval (CI), or medians with
25"-75™ percentiles when appropriate.

Laboratory parameters, ESA dose and -index and iron
supplementation over time were evaluated with linear mixed-
effects models, as repeated measurements over time were assumed
to be related within participants. All available measurements until
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12 months of follow-up were entered into the models. For each
individual, a mean level of the laboratory parameters during the
follow-up was estimated. Subsequently, the difference in the mean
levels between the treatment groups was calculated, adjusted for
the baseline levels.

To evaluate a possible dose-response relation in HDF patients,
the effect of treatment on change in ESA index was explored in
different tertiles of convection volume during 12 months of follow-
up. Low-flux HD was regarded as the reference category. The
choice for tertiles was based on the reasonable sample size in each
of the tertiles.

To evaluate whether the treatment effect on mean ESA index
was modified by the stratum of ESA resistance at baseline, the
possibility of effect modification was explored by adding an
interaction term (ESA index Xtreatment modality) to the linear
mixed-effects model.

Since a total of nine parameters were evaluated, we applied a
Bonferroni adjustment for multiple testing and considered a two
sided p-value<<0.006 as statistically significant. Statistical analyses
were performed with SPSS software (version 20, 2011, IBM SPSS
Statistics) and R (version 2.9.2; 2009 The R Foundation for
Statistical Computing).

Results

Patient characteristics and clinical parameters at baseline

In total, 714 patients were included in the study, 358 were
allocated to HDF and 356 to HD. The two groups were well
balanced with respect to baseline characteristics (table 2). During
12 months of follow-up, 62 patients in the HDF group and 74 in
the HD group were censored because they died, received a kidney
transplant, switched to peritoneal dialysis, moved to another
center or for other reasons (figure 1).

Clinical parameters during follow-up

For patients treated with HDF, the mean (£ SD) achieved
convection volume during one year of follow-up was 20.34.8
liters per session. During the study, the mean dialysis single pool
Kt/V urea (spKt/V,e,) was higher in in the HDF group (mean
[95% CI] difference HDF vs. HD 0.17 [0.07 to 0.27; P<<0.001]).
The mean B2M level during follow-up was significantly lower in
the HDF group (mean difference HDF vs. HD —7.8 mg/L
[—10.5 to —4.9; P<0.001]). Furthermore, albumin levels were
equal in both groups during follow-up (mean difference HDF vs.
HD —0.02 g/dL [—0.06 to 0.02; P=0.35]).

Hemoglobin and ESA resistance. Anemia parameters
during follow-up are listed in table 3. Hemoglobin levels were
not different between both groups. Furthermore, there was no
difference in mean ESA index and ESA dose between the
treatment groups during follow-up (table 3, figure 2).

To explore a possible effect of the HDF dose, expressed as the
average achieved convection volume during follow-up, the change
in ESA index was analyzed separately within tertiles of convection
volume. Within each tertile of achieved convection volume, the
ESA index did not change and was not different compared to HD
(data not shown).

Iron parameters and iron therapy. Ferritin levels at
baseline were not different between both groups (HDF: (median
[interquartile range]: 314 ng/mL [191-567]; HD 367 ng/mL
[196-606]; P=0.16). During one year of follow-up, mean ferritin
and TSAT levels tended to be marginally lower in the HDF group
as compared to HD (mean difference HDF vs. HD —49 ng/mL
[—103 to 4; P=0.06] and —2.5% [—4.7 to —0.3; P=0.02]
respectively; table 3).
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[ Enrollment ] Randomized (n= 714)

v

[ Allocation

A

] A4

Allocated to online hemodiafiltration (n= 358)
All patients received allocated intervention

Allocated to low-flux hemodialysis (n=365)
All patients received allocated intervention

[ Follow-Up (1 year) ]

A

No patients were lost to follow-up
Discontinued intervention (n= 62):

* 24 died

* 18 underwent transplantation

* 4 switched to peritoneal dialysis

* 7 moved to non-participating center

* 9O stopped for other reasons

No patients were lost to follow-up
Discontinued intervention (n= 74)

* 35died

* 26 underwent transplantation

* 5 moved to non-participating center

* 8 stopped for other reasons

i [ Analysis

) :

Patient data were censored at the date of
death or of the last study visit

Figure 1. CONSORT flow chart of patient inclusion.
doi:10.1371/journal.pone.0094434.9001

The mean dose of iron supplementation during follow-up
tended to be slightly higher in the HDF group as compared to HD
(mean difference HDF vs. HD 7.1 mg/week [—0.4 to 14.5;
P=0.06]).

Sub-analysis: ESA resistance over time in different
groups of ESA index at baseline. The effect of HDF versus
HD on mean ESA index over time was not modified by the ESA
index at baseline (P-value for the interaction term = 0.15).

Discussion

The present secondary analysis of a RCT showed that ESA
resistance over a 12 months’ period, as measured by the mean
ESA index over time, was not different between patients treated
with online HDF or HD. In the HDF group, iron parameters
(ferritin and TSAT) tended to be slightly lower during follow up
whereas there was a trend towards more intravenous iron
supplementation in this group.

As mentioned before, studies on the effect of HDF on ESA
resistance have been conflicting (table 1). Our overall results are in
contrast with results of two cross-over studies [35,36], two
observational studies [23,37] and one RCT [17] in which ESA
dose and/or ESA resistance decreased and/or hemoglobin levels
increased in patients treated with online HDF. On the contrary, in
two non-randomized studies [15,38] and two small [39,40] and
two large RCTs [18,41], no difference between treatment with
HDF or HD in either ESA dose or hemoglobin levels was shown
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Patient data were censored at the date of
death or of the last study visit

either. Remarkably, in virtually all studies in which a beneficial
effect of HDF on ESA resistance was shown, the dialysis fluid
applied in the conventional HD group was not ultrapure
according to the generally accepted definition (<0.1 colony
forming units per ml and <0.03 endotoxin units per ml) [28]. In
contrast, in the studies that did not show a difference, ultrapure
dialysis fluid was used for both treatment with HD and HDF
(table 1). A recent meta-analysis has shown that the use of
ultrapure dialysis fluid resulted in increased hemoglobin levels and
diminished ESA requirements [9]. Furthermore, in a recently
published RCT in 704 patients, it was shown that ultrapure
dialysis fluid as compared to standard dialysis fluid resulted in
reduced ESA doses and ESA resistance despite equal hemoglobin
and ferritin levels [42]. Therefore, we hypothesized that the use of
ultrapure dialysis fluid may be of predominant importance with
respect to erythropoiesis and ESA responsiveness as compared to
increasing MMW clearance by adding convection [43,44,45].

Another possible explanation for the absent effect of HDF on
ESA resistance may be that with HDF, besides removal of ESA or
erythropoiesis inhibiting toxins, erythropoiesis stimulating sub-
stances are removed as well. However, we have no data to support
this hypothesis.

We postulated that the amount of convection volume, being a
key quantifier for HDF treatment according to a recent position
statement by the HDF working group (EUDIAL) of the European
Renal Association-European Dialysis and Transplant Association
[34], might affect ESA responsiveness. In an on-treatment analysis
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Table 2. Baseline characteristics®.
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Online HDF (n=358)

Low-flux HD (n=356)

Gender (no. [%] male)

Age (years)

Caucasian race (no. [%])
Dialysis vintage (years)
Cause of ESRD (no. [])

- vascular

- diabetes mellitus

- glomerulonephritis

- interstitial nephropathy

- multisystem disease

- cystic disease

- other/unknown

Diabetes mellitus (no. [%])
History of cardiovascular disease (no. [%])°
Body weight after dialysis (kg)
BMI after dialysis (kg/mz)
Residual kidney function (no. [%])®
eGFR (ml/min/1.73 m?)®
Treatment frequency (no. [%])
- 2x/week

- 3x/week

Duration of a dialysis session (min)
Bloodflow (mL/min)

Dialysis access (no. [%])

- AV fistula

- graft

- central catheter

SPKt/Vyrea

Hemoglobin (g/dL)
Hematocrit

Ferritin (ng/mL)

- Median (interquartile range)
- Mean = SD

TSAT (%)

Albumin (g/dL)

Parathyroid hormone (pg/ml)
B2-microglobulin (mg/L)

ESA treatment (no. [%])

Type of ESA (no [%])

- Darbepoetin o

- Epoetin B

- Epoetin o

ESA dose (DDD/week)

- Median (interquartile range)
- Mean = SD

ESA index (DDD/kg/Hct/week)
- Median (interquartile range)
- Mean = SD

Iron replacement (no. [%])

PLOS ONE | www.plosone.org

214 (60)
64.1+14.0
304 (85)

1.8 (1.0-3.7)

104 (29)
76 (21)

36 (10)

35 (10)

15 (4)

27 (7)

65 (18)
92 (26)
141 (42)
71.6%15.0
25.2%5.0
186 (52)
0.32 (0-3.30)

26 (7)

332 (93)
226+26
302+39

279 (78)
57 (16)
22 (5)
1.42+0.25
11913
0.36:0.04

314 (191-567)
423+347
239*11.1
3.660.45

193.7 (94.0-322.9)
30.7£14.2

311 (87)

226 (73)
64 (20)
21 (7)

8.0 (4.0-13.3)
9.7£9.0

0.31 (0.14-0.59)
0.40+0.39
236 (66)

231 (65)
64.0*-13.4
296 (83)

2.1 (1.0-4.0)

96 (27)
60 (17)

53 (15)

31 (9)

1 (3)

26 (7)

79 (22)

78 (22)

162 (46)
733+13.6
256+4.6
190 (53)
0.30 (0-3.35)

18 (5)

338 (95)
227+22
299+41

288 (81)
43 (12)
25 (7)
1.38+0.20
11.8%+1.1
0.3620.04

367 (196-606)
442+322
244+11.7
3.70£0.46

194.7 (104.5-355.2)
323*13.6

320 (90)

231 (72)
71 (22)
18 (6)

7.6 (4.4-13.3)
9.8+8.1

0.30 (0.15-0.55)
0.40*0.37
231 (65)
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Online HDF (n=358)

Low-flux HD (n=356)

Type of iron replacement (no. [%])
- Ironsucrose

- Irondextran

Iron dose (mg/week)

- Median (interquartile range)

- Mean = SD

215 (91) 213 (92)

21 (9) 18 (8)

23.3 (0-100) 23.3 (0-100)
48=51 43*42

Values represent mean * SD, median (interquartile range) or proportion (%).

9Defined as >100 mL per day.

for ferritin in ng/mL and pg/L.
doi:10.1371/journal.pone.0094434.t002

of both CONTRAST and the Turkish HDF study, a survival
benefit for HDF patients treated with the highest convection
volumes was observed [16,17]. In the ESHOL study, in which an
overall survival benefit for HDF was shown, convection volumes
were higher (23.4 L per session versus 19.8 L and 21.04 in
CONTRAST and the Turkish study, respectively) [18]. Consid-
ering convection volume and ESA resistance, it was shown in a
study in 37 chronic dialysis patients that a switch from treatment
with low-volume HDF (mean substitution volume 4.0 L/session)
to high-volume online HDF (mean substitution volume 22.5 L/
session) resulted in increased hemoglobin levels and decreased
ESA doses. In our study, however, we could not identify such a
dose-response effect with respect to ESA resistance.

Concerning iron therapy, it was previously reported that ferritin
and TSAT levels decreased in HDF patients despite a lower ESA
dose and a higher haematocrit, suggesting improved iron
utilization [23]. As mentioned, in our study, HDF patients tended
to receive slightly more intravenous iron than HD patients which

0.5

0,45

04

0,35

03

ESA index (DDD/kg/Hct'week)

0.25 -

02+ ' .
0 3 6

Time (months)

PHistory of cardiovascular disease was defined as history of angina pectoris or myocardial infarction and/or a previous coronary bypass graft and/or percutaneous
coronary intervention and/or stroke or transient ischemic attack and/or peripheral vascular disease.
‘Weight after dialysis (dry weight) defined as the mean of three consecutive values.

€eGFR (estimated glomerular filtration rate) calculated as mean of creatinine and urea clearance in 24 h urine collection adjusted for body surface area [48].
Conversion factors for units: hemoglobin in g/dL to mmol/L, x0.62; albumin in g/dL to g/L, x10; parathyroid hormone pg/ml to pmol/l x0.11; no conversion necessary

might be partially explained by relatively low ferritin levels in HDF
patients at baseline, suggesting that overall, patients randomized to
HDF were more iron deplete at the time of enrolment. This
relative iron deplete state seemed to remain present during the
study. Other potential explanations for the relative iron deplete
state in the HDF group despite slightly more iron supplementation
might be loss of ascorbic acid (vitamin C) [46], since this vitamin
enhances iron availability [47,48], and blood loss due to clotting in
the extracorporeal circuit as a result of increased pro-coagulatory
activity during HDF [49].

We restricted the analysis to one year of follow-up since
previous studies already showed an effect of HDF on ESA
resistance after 3 to 6 months [36,37]. A limitation of our study is
the conversion of ESA dose to DDD, which may be an
oversimplification, as a non-linear conversion factor, dependent
upon the actual ESA dose, has been described [50]. An additional
drawback is the lack of a specific treatment protocol for ESA and
iron administration. However, as the treatment allocation was

——HDF
~@-HD

Figure 2. Change in ESA index for HDF and HD. Crude means (SE) at time of visit are depicted. P-value for mean difference in ESA index over
time (HDF vs. HD)=0.29 (based on a linear mixed-effects model including all 3122 measurements during 12 months of follow-up).

doi:10.1371/journal.pone.0094434.g002
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Table 3. Mean of the parameters of anemia management during follow-up period, by treatment assignment.

Online HDF?

Low-flux HD? Difference HDF vs HD®

Mean value (95% ClI) Mean value (95% CI) Mean value (95% CI) P-value
Hemoglobin (g/dL) 11.9 (11.8 to 12.0) 11.7 (11.6 to 11.8) 0.1 (—0.2 to 0.3) 0.63
Hematocrit 0.36 (0.35 to 0.36) 0.35 (0.35 to 0.36) 0.003 (—0.004 to 0.010) 0.48
Ferritin (ng/mL) 441 (409 to 473) 472 (440 to 504) —49 (—103 to 4) 0.06
TSAT (%) 23.1 (22.1 to 24.1) 24.3 (23.4 to 25.3) —2.5 (—4.7 to —0.3) 0.02
ESA index (DDD/kg/Hct/week) 0.41 (0.38 to 0.45) 0.43 (0.39 to 0.47) 0.03 (—0.02 to 0.08) 0.29
ESA dose (DDD/week) 10.1 (9.3 to 10.9) 10.4 (9.5 to 11.2) 0.9 (0.2 to 2.0) 0.12
Iron dose (mg/week) 45 (41 to 49) 35 (32 to 38) 7.1 (—0.4 to 14.5) 0.06

?Crude mean (95% Cl) of values at 3, 6, 9 and 12 months.

measurements at 3, 6, 9 and 12 months.
doi:10.1371/journal.pone.0094434.t003

stratified per participating center, the effect on the study outcome
will probably be limited. Moreover, our study reflects usual care in
the Netherlands. In our study, HDF was compared with low-flux
HD although at present, the majority of patients is treated with
high-flux dialyzers as recommended in current guidelines [51].
Since we observed no difference between HDF and low-flux HD
concerning ESA resistance, it is highly unlikely that there would be
a difference when HDF and high-flux HD (which can be
considered as a form of “low-volume HDF”) were compared.
Furthermore, in the ESHOL study, no effect of HDF versus high-
flux HD on ESA resistance was observed either [18]. A final
limitation is the handling of missing data due to drop out. These
data might be missing in a non-randomly fashion.

The strength of our study is the large sample size and its
randomized design with an accurate prospective data collection.
Furthermore, all available measurements during follow-up (at 3, 6,
9 and 12 months) were included in the analysis.

In conclusion, this multicenter randomized controlled study
showed that ESA resistance was not different between patients
treated with online HDF or ultrapure low-flux HD during 12
months of follow-up. These data indicate that when considering
ESA resistance, online HDF has no benefit over low-flux ultrapure
HD. Whether other factors are involved, such as the quality of the
dialysis fluid, remains to be determined.

Supporting Information
Checklist S1 CONSORT Checklist.

(DOC)

Protocol S1 Trial Protocol.
(DOC)
Acknowledgments

The authors are grateful to all patients and nursing staff participating in
this project.

References

1. Frank H, Heusser K, Hoffken B, Huber P, Schmieder RE, et al. (2004) Effect of

erythropoietin on cardiovascular prognosis parameters in hemodialysis patients.
Kidney Int 66: 832-840.

2. Foley RN, Curtis BM, Parfrey PS (2009) Erythropoietin therapy, hemoglobin
targets, and quality of life in healthy hemodialysis patients: a randomized trial.
ClinJAmSocNephrol 4: 726-733.

3. Besarab A, Bolton WK, Browne JK, Egrie JC, Nissenson AR, et al. (1998) The
effects of normal as compared with low hematocrit values in patients with

PLOS ONE | www.plosone.org

PDifference in mean values during the follow-up period between groups as a result from a linear mixed-effects model adjusted for the value at baseline, including all

The members of the CONTRAST executive committee are:
PJ. Blankestijn (chair), University Medical Center Utrecht, Utrecht; M.L.
Bots, Julius Centrum for Health Sciences and Primary Care, University
Medical Center Utrecht, Utrecht; M.A. van den Dorpel, Maasstad
Hospital, Rotterdam, M.P.C. Grooteman, VU Medical Center, Amster-
dam; M,J. Nubé, VU Medical Center, Amsterdam; P.M. ter Wee (chair),
VU Medical Center, Amsterdam; The Netherlands.

CONTRAST investigators in Canada: Georges-L. Dumont
Regional Hospital, Moncton: M. Dorval; CHUM St. Luc Hospital,
Montréal: R. Lévesque. In the Netherlands: Academic Medical Center,
Amsterdam: M.G. Koopman; Catharina Hospital, Eindhoven: C.J.A.M.
Konings; Dialysis Clinic Noord, Beilen: W.P. Haanstra; Dianet Dialysis
Centers, Utrecht: M. Kooistra and B. van Jaarsveld; Fransiscus Hospital,
Roosendaal: T. Noordzij; Gelderse Vallei Hospital, Ede: G.W. Feith;
Groene Hart Hospital, Gouda: H.G. Peltenburg; Haga Hospital, The
Hague: M. van Buren; Isala Clinics, Zwolle: J.J.G. Offerman; Jeroen Bosch
Hospital, Hertogenbosch: E.K. Hoogeveen; Maasland Hospital, Sittard: F.
de Heer; Maasstad Hospital, Rotterdam: PJ. van de Ven; Martini
Hospital, Groningen: T.K. Kremer Hovinga; Medical Center Alkmaar:
W.A. Bax; Onze Lieve Vrouwe Gasthuis, Amsterdam: J.O. Groeneveld;
Oosterschelde Hospital, Goes: A.TJ. Lavrijssen; Rijnland Hospital,
Leiderdorp: A.M. Schrander-Van der Meer; Rijnstate Hospital, Arnhem:
LJ.M. Reichert; Slingeland Hospital, Doetinchem: J. Huussen; St.
Elisabeth Hospital, Tilburg: P.L. Rensma; St. Fransiscus Gasthuis,
Rotterdam: Y. Schrama; University Medical Center St. Radboud,
Nijmegen: H.W. van Hamersvelt; University Medical Center Utrecht,
Utrecht: W.H. Boer; VieCuri Medical Center, Venlo: W.H. van Kuijk;
VU University Medical Center, Amsterdam: M.G. Vervloet; Zeeuws-
Vlaanderen Hospital, Terneuzen: IL.M.P.M.J. Wauters. In Norway:
Haukeland University Hospital, Bergen: 1. Sekse.

Author Contributions

Conceived and designed the experiments: NCW PJB MLB MAD MJN
PMW MPG. Performed the experiments: NCW CHH RL AHM ELP
MPG. Analyzed the data: NCW CHH MLB MPG. Wrote the paper:
NCW MJN PMW MPG.

cardiac disease who are receiving hemodialysis and epoetin. NEnglJMed 339:
584-590.

4. Drucke TB, Locatelli F, Clyne N, Eckardt KU, Macdougall IC, et al. (2006)
Normalization of hemoglobin level in patients with chronic kidney disease and
anemia. NEnglJMed 355: 2071-2084.

5. Pfeffer MA, Burdmann EA, Chen CY, Cooper ME, de ZD, et al. (2009) A trial
of darbepoetin alfa in type 2 diabetes and chronic kidney disease. NEnglJMed
361: 2019-2032.

April 2014 | Volume 9 | Issue 4 | 94434



20.

21.

22.

24.

29.

Singh AK, Szczech L, Tang KL, Barnhart H, Sapp S, et al. (2006) Correction of
anemia with epoetin alfa in chronic kidney disease. NEnglJMed 355: 2085
2098.

. Kalantar-Zadeh K, McAllister CJ, Lehn RS, Lee GH, Nissenson AR, et al.

(2003) Effect of malnutrition-inflammation complex syndrome on EPO
hyporesponsiveness in maintenance hemodialysis patients. AmJKidney Dis 42:
761-773.

. Locatelli F, Andrulli S, Memoli B, Maffei C, Del VL, et al. (2006) Nutritional-

inflammation status and resistance to erythropoietin therapy in haemodialysis
patients. NephrolDialTransplant 21: 991-998.

Susantitaphong P, Riella C, Jaber BL (2013) Effect of ultrapure dialysate on
markers of inflammation, oxidative stress, nutrition and anemia parameters: a
meta-analysis. Nephrol Dial Transplant 28: 438-446.

. Lee CT, Chou FF, Chang HW, Hsu YH, Lee WC, et al. (2003) Effects of

parathyroidectomy on iron homeostasis and erythropoiesis in hemodialysis
patients with severe hyperparathyroidism. Blood Purif 21: 369-375.

. Movilli E, Cancarini GC, Zani R, Camerini C, Sandrini M, et al. (2001)

Adequacy of dialysis reduces the doses of recombinant erythropoietin
independently from the use of biocompatible membranes in haemodialysis
patients. NephrolDialTransplant 16: 111-114.

. Bosch JP, Lew SQ, Barlee V, Mishkin GJ, von AB (2006) Clinical use of high-

efficiency hemodialysis treatments: long-term assessment. Hemodiallnt 10: 73—

81.

. Canaud B, Bragg-Gresham JL, Marshall MR, Desmeules S, Gillespiec BW, et al.

(2006) Mortality risk for patients receiving hemodiafiltration versus hemodialysis:
European results from the DOPPS. Kidney Int 69: 2087-2093.

. Jirka T, Cesare S, Di BA, Perera CM, Ponce P, et al. (2006) Mortality risk for

patients receiving hemodiafiltration versus hemodialysis. Kidney Int 70: 1524—
1525.

. Vilar E, Fry AC, Wellsted D, Tattersall JE, Greenwood RN, et al. (2009) Long-

term outcomes in online hemodiafiltration and high-flux hemodialysis: a
comparative analysis. ClinJAmSocNephrol 4: 1944-1953.

. Grooteman MP, van den Dorpel MA, Bots ML, Penne EL, van der Weerd NC,

et al. (2012) Effect of Online Hemodiafiltration on All-Cause Mortality and
Cardiovascular Outcomes. ] Am Soc Nephrol 23: 1087-1096.

. Ok E, Asci G, Toz H, Ok ES, Kircelli F, et al. (2013) Mortality and

cardiovascular events in online haemodiafiltration (OL-HDF) compared with
high-flux dialysis: results from the Turkish OL-HDF Study. Nephrol Dial
Transplant 28: 192-202.

. Maduell F, Moreso F, Pons M, Ramos R, Mora-Macia J, et al. (2013) High-

efficiency postdilution online hemodiafiltration reduces all-cause mortality in
hemodialysis patients. ] Am Soc Nephrol 24: 487-497.

. Macdougall IC (2001) Role of uremic toxins in exacerbating anemia in renal

failure. Kidney IntSuppl 78: S67-S72.

Rioux JP, Chan CT (2010) Nocturnal home hemodialysis and its impact on
erythropoietin responsiveness. Clin Nephrol 74: 167-172.

Kruse A, Uehlinger DE, Gotch F, Kotanko P, Levin NW (2008) Red blood cell
lifespan, erythropoiesis and hemoglobin control. ContribNephrol 161: 247-254.
Ly J, Marticorena R, Donnelly S (2004) Red blood cell survival in chronic renal
failure. Am J Kidney Dis 44: 715-719.

. Lin CL, Huang CC, Yu CC, Wu CH, Chang CT, et al. (2002) Improved iron

utilization and reduced erythropoietin resistance by on-line hemodiafiltration.
Blood Purif 20: 349-356.

Penne EL, Blankestijn PJ, Bots ML, van den Dorpel MA, Grooteman MP, et al.
(2005) Effect of increased convective clearance by on-line hemodiafiltration on
all cause and cardiovascular mortality in chronic hemodialysis patients - the
Dutch CONvective TRAnsport STudy (CONTRAST): rationale and design of
a randomised controlled trial [ISRCTN38365125]. CurrControl Trials
CardiovascMed 6: 8.

5. Locatelli F, Aljama P, Barany P, Canaud B, Carrera F, et al. (2004) Revised

European best practice guidelines for the management of anaemia in patients
with chronic renal failure. NephrolDialTransplant 19 Suppl 2: iil-47.

5. (2006) KDOQI Clinical Practice Guidelines and Clinical Practice Recommen-

dations for Anemia in Chronic Kidney Disease. AmJKidney Dis 47: S11-145.

. (2007) KDOQI Clinical Practice Guideline and Clinical Practice Recommen-

dations for anemia in chronic kidney disease: 2007 update of hemoglobin target.

AmJKidney Dis 50: 471-530.

. Ledebo I, Nystrand R (1999) Defining the microbiological quality of dialysis

fluid. Artif Organs 23: 37-43.
Penne EL, Visser L, van den Dorpel MA, van der Weerd NC, Mazairac AH, et
al. (2009) Microbiological quality and quality control of purified water and

PLOS ONE | www.plosone.org

30.

31.

32.

33.

34.

37.

38.

39.

40.

41.

42,

46.

47.

48.

49.

50.

51.

ESA Resistance: HDF versus HD

ultrapure dialysis fluids for online hemodiafiltration in routine clinical practice.
Kidney Int 76: 665-672.

Kaysen GA, Muller HG, Ding ], Chertow GM (2006) Challenging the validity of
the EPO index. AmJKidney Dis 47: 166.

Gambino R, Desvarieux E, Orth M, Matan H, Ackattupathil T, et al. (1997)
The relation between chemically measured total iron-binding capacity
concentrations and immunologically measured transferrin concentrations in
human serum. ClinChem 43: 2408-2412.

Clase CM, St Pierre MW, Churchill DN (2001) Conversion between bromcresol
green- and bromcresol purple-measured albumin in renal disease. Nephrol Dial
Transplant 16: 1925-1929.

Daugirdas JT (1993) Second generation logarithmic estimates of single-pool
variable volume Kt/V: an analysis of error. JAmSocNephrol 4: 1205-1213.
Tattersall JE, Ward RA (2013) Online haemodiafiltration: definition, dose
quantification and safety revisited. Nephrol Dial Transplant 28: 542-550.
Schiffl H (2007) Prospective randomized cross-over long-term comparison of
online haemodiafiltration and ultrapure high-flux haemodialysis. EurJMedRes
12: 26-33.

. Vaslaki L, Major L, Berta K, Karatson A, Misz M, et al. (2006) On-line

haemodiafiltration versus haemodialysis: stable haematocrit with less erythro-
poietin and improvement of other relevant blood parameters. Blood Purif 24:
163-173.

Bonforte G, Grillo P, Zerbi S, Surian M (2002) Improvement of anemia in
hemodialysis patients treated by hemodiafiltration with high-volume on-line-
prepared substitution fluid. Blood Purif 20: 357-363.

Oates T, Pinney JH, Davenport A (2011) Haemodiafiltration versus High-Flux
Haemodialysis: Effects on Phosphate Control and Erythropoictin Response.
AmJNephrol 33: 70-75.

Ward RA, Schmidt B, Hullin J, Hillebrand GF, Samtleben W (2000) A
comparison of on-line hemodiafiltration and high-flux hemodialysis: a
prospective clinical study. JAmSocNephrol 11: 2344-2350.

Wizemann V, Lotz C, Techert F, Uthoff S (2000) On-line haemodiafiltration
versus low-flux haemodialysis. A prospective randomized study. NephrolDial-
Transplant 15 Suppl 1: 43-48.

Locatelli F, Altieri P, Andrulli S, Sau G, Bolasco P, et al. (2012) Predictors of
haemoglobin levels and resistance to erythropoiesis-stimulating agents in patients
treated with low-flux haemodialysis, haemofiltration and haemodiafiltration:
results of a multicentre randomized and controlled trial. Nephrol Dial
Transplant 27: 3594-3600.

Asci G, Tz H, Ozkahya M, Duman S, Demirci MS, et al. (2013) The Impact of
Membrane Permeability and Dialysate Purity on Cardiovascular Outcomes.
J Am Soc Nephrol.

. Hsu PY, Lin CL, Yu CC, Chien CC, Hsiau TG, et al. (2004) Ultrapure dialysate

improves iron utilization and erythropoietin response in chronic hemodialysis
patients - a prospective cross-over study. JNephrol 17: 693-700.

. Johnson DW, Pollock CA, Macdougall IC (2007) Erythropoiesis-stimulating

agent hyporesponsiveness. Nephrology(Carlton) 12: 321-330.

Sitter T, Bergner A, Schiffl H (2000) Dialysate related cytokine induction and
response to recombinant human erythropoietin in haemodialysis patients.
NephrolDial Transplant 15: 1207-1211.

Morena M, Ciristol JP, Bosc JY, Tetta C, Forret G, et al. (2002) Convective and
diffusive losses of vitamin C during haemodiafiltration session: a contributive
factor to oxidative stress in haemodialysis patients. NephrolDial Transplant 17:
422-427.

Deved V, Poyah P, James MT, Tonelli M, Manns BJ, et al. (2009) Ascorbic acid
for anemia management in hemodialysis patients: a systematic review and meta-
analysis. AmJKidney Dis 54: 1089-1097.

Fouque D, Vennegoor M, ter WP, Wanner C, Basci A, et al. (2007) EBPG
guideline on nutrition. NephrolDial Transplant 22 Suppl 2: ii45-i87.

Klingel R, Schaefer M, Schwarting A, Himmelsbach F, Altes U, et al. (2004)
Comparative analysis of procoagulatory activity of haemodialysis, haemofiltra-
tion and haemodiafiltration with a polysulfone membrane (APS) and with
different modes of enoxaparin anticoagulation. NephrolDial Transplant 19: 164—
170.

Bock HA, Hirt-Minkowski P, Brunisholz M, Keusch G, Rey S, et al. (2008)
Darbepoetin alpha in lower-than-equimolar doses maintains haemoglobin levels
in stable haemodialysis patients converting from epoetin alpha/beta. Nephrol-
DialTransplant 23: 301-308.

Tattersall J, Canaud B, Heimburger O, Pedrini L, Schneditz D, et al. (2010)
High-flux or low-flux dialysis: a position statement following publication of the
Membrane Permeability Outcome study. Nephrol Dial Transplant 25: 1230
1232.

April 2014 | Volume 9 | Issue 4 | 94434



