Junyent et al. BMC Nephrology 2010, 11:14
http://www.biomedcentral.com/1471-2369/11/14

STUDY PROTOCOL

Open Access

Predicting cardiovascular disease morbidity and
mortality in chronic kidney disease in Spain. The
rationale and design of NEFRONA: a prospective,
multicenter, observational cohort study
Mireia Junyent*, Montserrat Martínez, Mercè Borràs, Blai Coll, Jose Manuel Valdivielso, Teresa Vidal, Felipe Sarró,
Jordi Roig, Lourdes Craver, Elvira Fernández

Abstract
Background: Cardiovascular disease (CVD) is the leading cause of morbidity and mortality in patients with chronic
kidney disease (CKD). Cardiovascular risk assessment in this population is hampered by the failure of traditional risk
factors to fully account for the elevated CVD risk (reverse epidemiology effect) and the presence of emerging risk
factors specifically related to kidney failure. Therefore, diagnostic tools capable of improving cardiovascular risk
assessment beyond traditional risk factors are currently warranted. We present the protocol of a 4-year prospective
study aimed to assess the predictive value of non-invasive imaging techniques and biomarkers for CVD events and
mortality in patients with CKD.
Methods: From November 2009 to October 2010, 4137 asymptomatic adult patients with stages 2 to 5 CKD will
be recruited from nephrology services and dialysis units throughout Spain. During the same period, 843
participants without CKD (control group) will be recruited from lists of primary care physicians, only at baseline.
During the follow-up, CVD events and mortality will be recorded from all CKD patients. Clinical and laboratory
characteristics will be collected in a medical documentation sheet. Three trained itinerant teams will carry out a
carotid ultrasound to assess intima-media thickness and presence of plaques. A composite atherosclerosis score will
be constructed based on carotid ultrasound data and measurement of ankle-brachial index. In CKD patients,
presence and type of calcifications will be assessed in the wall of carotid, femoral and brachial arteries, and in
cardiac valves, by ultrasound. From all participants, blood samples will be collected and stored in a biobank to
study novel biomarkers.
Conclusions: The NEFRONA study is the first large, prospective study to examine the predictive value of several
non-invasive imaging techniques and novel biomarkers in CKD patients throughout Spain. Hereby, we present the
protocol of this study aimed to explore the most effective way in which these tests can be integrated with
traditional risk factors to maximize CVD detection in this population.

Background
Cardiovascular disease (CVD) is the leading cause of
cardiovascular morbidity and mortality in patients with
chronic kidney disease (CKD) [1,2]. This association is
even more evident in dialysis patients, where CV mortality accounts for 45% of all-cause mortality [3].
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Therefore, as stated by the American Heart Association
(AHA), CKD patients should be considered as CHD risk
equivalent for risk factor management [4].
Multivariable mathematical functions based on traditional cardiovascular risk factors, such as the Framingham Risk Score charts [5], have been developed for
predicting CVD risk in individual patients. However,
these risk equations provide an inadequate warning to
asymptomatic patients with CKD due to the reverse epidemiology effect [6], by which traditional risk factors fail
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to fully account for the elevated CVD risk in this population, and the presence of non-traditional biomarkers
specifically related to kidney failure per se [7]. Moreover,
recent studies suggest only limited utility of either single
or multiple biomarkers of inflammation, oxidative stress,
anemia, endothelial dysfunction, vascular calcification
and electrolyte imbalance, as prognostic tools of patients
with CKD [8]. Therefore, as discussed by the Screening
for Heart Attack Prevention and Education (SHAPE)
Task Force [9], additional tools capable of improving
cardiovascular risk assessment beyond traditional risk
factors are clearly warranted in this population.
Among these techniques, carotid ultrasound and
ankle-brachial index (ABI) are non-invasive, simple,
widely available, relatively inexpensive, and generally
reproducible methods to assess carotid atherosclerosis
and peripheral arterial disease (PAD), respectively
[10,11]. Several prospective studies [12,13] in the general
population have shown that an increased carotid intimamedia thickness (CIMT) and/or abnormal ABI are associated with a higher CVD risk, independently of traditional risk factors. Prior studies have also examined the
prognostic value of CIMT [14-18] or ABI [19,20] in
CKD patients. However, most of them were conducted
in patients on dialysis therapy, except by Szeto et al [18]
who analyzed the predictive role of CIMT in a small
sample of patients in predialysis. This group of investigators [18] also found that CIMT was a valuable tool
for CVD risk stratification. Therefore, further studies are
needed to ascertain the predictive role of these tests,
particularly in early stages of CKD.
On the other hand, CKD patients have a higher prevalence of alterations in their calcium and phosphorus
homeostasis that ultimately result in vascular calcifications. Presence of vascular calcifications in the arterial
walls and cardiac valves has been associated with an
increased risk for CV events and mortality [21,22]. However, the impact on prognosis according to the extent
and type of calcification (intimal vs. medial) remains still
unclear [23,24].
Therefore, the NEFRONA study is aimed to assess
atherosclerosis burden and vascular calcifications in a
large cohort of Spanish patients with CKD. This study
will also examine the predictive value of non-invasive
imaging techniques and novel biomarkers influencing
cardiovascular events and mortality in all forms of CKD.
Finally, the present study will allow us to assess whether
these tests can be integrated with traditional risk factors
to maximize early-detection of CVD in this population.

Methods
Study Design

In a multicenter, prospective (four years of follow-up)
study, 4137 patients with CKD will be enrolled from
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November 2009 to October 2010. CKD patients will be
recruited from different hospitals throughout Spain
referred by their nephrologists. All patients will undergo:
1. ultrasound assessment of carotid, femoral and brachial arteries, 2. ABI, and 3. echocardiography. These
tests will be carried out according to a common protocol by three trained itinerant teams composed each one
of a technician and a nurse. During the same period,
843 patients without CKD (control group) will be
recruited from lists of primary health physicians. The
local Ethics Committee of the Hospital Arnau de Vilanova approved the protocol. All subjects will provide
informed consent to participate in the study.
Study participants

Participants will be eligible for inclusion if they (1) have
CKD (glomerular filtration rate (GFR) < 60 ml/min per
1.73 m2) stages 2 to 5, and (2) ages of 18 to 74 years.
Patients undergoing hemodialysis (HD) or peritoneal
dialysis (PD) will be also invited to participate. The
study is designed to use a population control as reference group. Eligible controls will be asymptomatic subjects without CKD. Participants will be excluded for any
of the following reasons: (1) had prior CVD, (2) received
a kidney transplant, (3) had a life-threatening disease,
such as cancer, (4) underwent previous carotid artery
surgery, or (5) have an ABI < 0.7 and/or a carotid artery
stenosis greater than 75% at baseline.
We will use the Modification of Diet in Renal Disease
Study (MDRD) and the Chronic Kidney disease Epidemiology Collaboration (CKD-EPI) equations to estimate
the GFR to classify patients into the different stages of
CKD [25,26]. Patients switching stage or dialytic modality in the follow-up of this study will be considered and
these data will be registered at each visit. Only patients
who switch to kidney transplant will be excluded from
the follow-up. Enrollment will be stratified by hospital
according to the prevalence of CKD patients in each
stage, in order to obtain a sample in which all Spanish
regions would be represented. Details about centers and
geographical distribution can be seen at the website of
the NEFRONA study http://www.nefrona.es.
Clinical and laboratory characteristics

At each study visit, physicians responsible for the
recruitment of participants will be asked to complete a
medical questionnaire in patients with (Table 1) and
without (Table 2) CKD. Briefly, these questionnaires will
include data regarding family history of early-onset
CVD, clinical history, cardiovascular risk factors, analytic
values, and medication use. Information on smoking
habit and alcohol intake (grams of alcohol) will be
obtained by direct questioning. Anthropometrical data
will be obtained by standard methods. Weight will be
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Table 1 Questionnaire in patients with chronic kidney disease (CKD)
INDIVIDUAL PATIENT DATA
Centre:
Sex:

men □

Visit:

VO V1 V2 V3 V4

Date ____/____/________
women □

CKD stage:

Glomerular Filtration Rate (CKD-EPI):
DIALYSIS:

Yes □
3 d/week □

KtV (last measured value):
Type of HD access:

No □
/48 h □

low □

high □

Total infused volume (ml):

PD □

Time on dialysis (months):

low flux □

high flux □

/24 h □

Duration HD (hours):
graft □

catheter □

Type:

Automatic □

Manual □

Icodextrin administration:

Yes □

No □

Total eliminated volume (ml):
residual renal function (ml/min):

Total KtV (last measured value):

peritoneal ktV (last measured value):

Yes □

No □

number of peritonitis:

COMORBIDITIES
Diabetes:

Yes □

No □

Hypertension:

Yes □

No □

Heart failure:

Yes □

No □

Atrial fibrillation:

Yes □

No □

Dyslipidemia:

Yes □

No □

Family history of early cardiovascular disease:

Yes □

No □

Parathyroidectomy:

Yes □

No □

LABORATORY DATA
Hemoglobin (g/dl):

Date ____/____/________
Urea (mg/dl):

Hematocrit (%):

Uric acid (mg/dl):

Iron (mg/dl):

Glucose (mg/dl):

Transferrin (mg/dl):

HbA1c (%):

Ferritin (ng/ml):

Insulin (U/l):

Total calcium (mg/dl):

Cystatin C (mg/l):

Phosphorus (mg/dl):

Total cholesterol (mg/dl):

Intact parathormone level (pg/mL):
Sodium (mEq/L):

Triglycerides (mg/dl):
HDL cholesterol (mg/dl):

Potassium (mEq/L):

LDL cholesterol (mg/dl):

Albumin (g/dl):

Hepatitis C virus positive:

Creatinin (mg/dl):

Microalbuminuria (mg/l) (urine):

AST/ALT (U/L):

Albumin/creatinin (mg/g) (urine):

MEDICAL TREATMENT
Antihypertensives:
Yes □
Length of treatment (months):

No □

Angiotensio-converting enzyme (ACE)

Yes □

No □

Platelet inhibitors:

Yes □

No □

Oral anticoagulants:
Phosphate binders:

Yes □
CO3Ca □

No □
sevelamer □

calcium acetate □

Al(OH)3 □

lanthane □

Yes □

No □

Yes □

No □

inhibitors:

Yes □

No □

Total dose (g/day):

Angiotensin II

receptor

blockers

Lenght of treatment (months):

(ARB):

Yes □

No □

Vitamin D analogues/metabolites:

Hypolipidemics:

statins □

fibrates □

Type:

Length of treatment (months):
Insulin:
Oral antidiabetics:

Yes □
Yes □

4 5

Modality: HD □

diuresis volume (ml):
Peritonitis (last year):

3

membrane type:

arteriovenous shunt □

PERITONEAL DIALYSIS (PD):
Transport type:

2

CKD etiology:

HEMODIALYSIS (HD):
Frequency HD:

Identification number:
Age:

Total dose (mcg/week):
No □
No □

Length of treatment (months):
Erythropoiesis-stimulating agents:
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Table 2 Questionnaire in subjects with normal renal function (control group)
INDIVIDUAL PATIENT DATA
Centre:
Sex:

men □

women □

Identification number:
Age:

COMORBIDITIES
Diabetes:

Yes □

No □

Hypertension:

Yes □

No □

Heart failure:

Yes □

No □

Atrial fibrillation:

Yes □

No □

Dyslipidemia:
Family history of early cardiovascular disease:

Yes □
Yes □

No □
No □

Parathyroidectomy

Yes □

No □

LABORATORY DATA

Date ____/____/________

Hemoglobin (g/dl):

Urea (mg/dl):

Hematocrit (%):

Uric acid (mg/dl):

Iron (mg/dl):

Glucose (mg/dl):

Transferrin (mg/dl):

HbA1c (%):

Ferritin (ng/ml):
Total calcium (mg/dl):

Insulin (U/l):
Cystatin C (mg/l):

Phosphorus (mg/dl):

Total cholesterol (mg/dl):

Intact parathormone level (pg/mL):

Triglycerides (mg/dl):

Sodium (mEq/L):

HDL cholesterol (mg/dl):

Potassium (mEq/L):

LDL cholesterol (mg/dl):

Albumin (g/dl):

Hepatitis C virus positive:

Creatinin (mg/dl):

Microalbuminuria (mg/l) (urine):

AST/ALT (U/L):

Albumin/creatinin (mg/g) (urine):

Yes □

No □

MEDICAL TREATMENT
Yes □

Antihypertensives:

No □

Length of treatment (months):
Angiotensio-converting enzyme (ACE) inhibitors:

Yes □

No □

Angiotensin II Receptor Blockers (ARB):

Yes □

No □

Hypolipidemics:

statins □

fibrates □

Length of treatment (months):

Insulin:

Yes □

No □

Oral antidiabetics:

Yes □

No □

Platelet inhibitors:

Yes □

No □

Oral anticoagulants:

Yes □

No □

measured with a beam balance and height with fixed
stadiometer. BMI will be calculated as weight, in kilograms, divided by the square of height, in meters. Waist
circumference will be measured at the umbilicus, measured in meters. Blood pressure will be measured in
duplicate with a validated semi-automatic oscillometer
(Omron HEM-705CP) while patients are seated and had
rested for five min. Hypertension will be defined as systolic blood pressure (BP) ≥140 mmHg, diastolic BP ≥90
mmHg, or current use of antihypertensive medication.
Diabetes mellitus will be defined as a fasting glucose
level ≥126 mg/dL (6.93 mmol/L) or treatment with antidiabetic agents. Analytic values will be obtained in fasting from recent clinical records.
Clinical follow-up and end-points

All CKD patients will be monitored each year for
4 years or until death, disenrollment from the hospital,

or kidney transplantation. The clinical management will
be decided by individual physician without being
affected by the study. Primary end-points will be CVD
events according to the International Classification of
Diseases, Ninth Revision, Clinical Modification (ICD9CM) which includes unstable angina, myocardial infarction, transient ischemic attack, cerebrovascular accident,
congestive heart failure, arrhythmia, PAD or amputation
for vascular disease and aorta aneurism. At each visit,
all-cause and cardiovascular mortality will be also registered. All-cause mortality will comprise infections,
tumors, accidents, and uremia. Cardiovascular mortality
causes will include myocardial infarction, arrhythmia,
congestive heart failure, stroke, aneurism, mesenteric
infarction, and sudden death. Importantly, CVD events
and deaths will be accurately recorded by each physician
responsible of the recruitment of CKD patients. In the
case of an out-of-hospital death, family members will be
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interview by telephone to better ascertain the circumstances surrounding death.
Secondary end-points will be CIMT and plaque presence, by ultrasound; ABI measurement; presence of calcifications in carotid, femoral, and brachial arteries and
in cardiac valves, by ultrasound; left ventricular (LV)
hypertrophy, LV ejection fraction, left atrial size, and LV
diastolic filling, by echocardiography; and biomarkers.
These tests will be performed during a midweek dialysis
day in HD patients and on a full abdomen in PD
patients.

Ankle-brachial index (ABI)

Carotid ultrasound

Atherosclerosis score

B-mode ultrasound imaging of the right and left carotid arteries will be performed using a General Electric
instrument (Vivid i BT09 model) equipped with 6-13
MHz broadband linear array transducers. Participants
will be examined in the supine position with the head
turned 45°contralateral to the side of scanning. Prior
to obtaining images for CIMT measurements, B-mode
and color Doppler sonographic examinations will be
done in longitudinal and transverse planes to identify
vascular stenosis. A standardized imaging protocol will
be use for CIMT measurements. With the carotid dilatation and flow dividers as anatomic landmarks, the
sonographer will obtain high-resolution images of the
common carotid (1 cm proximal to the bifurcation),
the bifurcation (between dilatation and flow divider)
and the internal carotid (1 cm distal to the flow divider). A single lateral angle of insonation, optimizing
the image for the arterial far wall, will be use. Plaques
will be sought by using B-mode and color Doppler
examinations in both longitudinal and transverse
planes to take into consideration circumferential asymmetry and will be defined as focal intrusions into the
lumen ≥1.2 mm thick. We will consider severe stenosis
if systolic velocity peak is higher or equal than
125 cm/s. We will define the following variables:
1. mean CIMT, defined as the average of 4 to 8 distances between the far wall lumen-intima and mediaadventicia ultrasound interfaces taken bilaterally in
each of the specified segments mentioned above, and
2. maximum CIMT, defined as the maximum distance
in each segment. CIMT measurements will be made in
plaque-free arterial segments. Digital images from diastolic frame recordings will be electronically transferred to an offline workstation (Hospital Arnau de
Vilanova, Lleida, Spain) for quantification of CIMT
measurements. Three certified ultrasound readers, unaware of patient clinical information, will review the
scans and will made CIMT quantitative measurements,
using a semi-automated edge-tracking software (SonoCalc IMT®) based on detection of the echo structures,
with the option of making manual corrections.

Based on carotid ultrasound data and ABI measurement,
we will set up an atherosclerosis score (AS) defined as
follows (Figure 1):

From all participants, ABI will be obtained using a vascular Doppler MD2 Hungleight with an 8 MHz transducer. ABI is defined as the ratio of the systolic BP at the
ankle to the systolic BP in the arm. A hand-held Doppler will be used to assess bilateral brachial, tibial and
dorsalis pedis arteries. At each ankle (right and left), the
higher of the two pressures measured in each leg will be
used as the numerator for same-side ABI calculation.
We will record ABI as the lowest value obtained at each
territory.

1. No atherosclerosis (AS 0): ABI >0.9 and CIMT
values <90th percentile of reference values [26].
2. Mild atherosclerosis (AS 1): an ABI between 0.70.9 or CIMT values ≥90th percentile of reference
values.
3. Moderate atherosclerosis (AS 2): carotid plaque
with stenosis <75%.
4. Severe atherosclerosis (AS 3): an ABI <0.7 or carotid plaque with stenosis ≥75%.

Vascular calcifications

In CKD patients, vascular calcifications will be assessed
by B-mode ultrasound in both sides of carotid, femoral,
and brachial arteries. Carotid calcifications will be
assessed in each of the specified carotid segments mentioned above, whereas femoral calcifications will be
examined in common and superficial femoral arteries.
Highly echogenic plaques producing bright white echoes
with shadowing will be considered to be calcifications.
Arterial calcifications at each arterial site will be quantified qualitatively as absent (0) or present (1). The final

Figure 1 Atherosclerosis score (AS) distribution depending on
carotid ultrasound data and ankle-brachial index (ABI).
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score will be obtained by the addition of calcifications
from all studied territories, ranging from 0 (absence of
calcium deposit) to 12 (calcifications present in all territories examined). Type of calcifications will be also
registered according to their location in the arterial wall,
as follows: intimal, medial or both (plaque presence).
Three certified ultrasound readers, unaware of patient
clinical information, will review the scans and will determine the calcification score.
Echocardiography

A standard two-dimensional M-mode color Doppler
echocardiography will be performed on CKD patients
using a 3 MHz transducer (General Electric Vivid i
BT09). LV mass will be calculated as follows: 0.8 × [1.04
× (PWT + IVST + LVEDD)3 - LVEDD3] - 13.6, where
PWT is the posterior wall thickness, IVST is the interventricular septal thickness and LVEDD is the LV enddiastolic diameter. LV mass will be normalized to body
height as an index in g/m 2 . LV hypertrophy will be
defined according to Framingham’s criteria (LV mass/
body surface area [BSA] >110 g/m2 in females and LV
mass/BSA >134 g/m2 in males) [28]. LV ejection fraction and left atrial size will be also measured. LV diastolic filling will be evaluated from pulsed Doppler studies
obtained from the apical four-chamber view of the
heart. Maximal early diastolic flow velocity (E) and maximal late atrium flow velocity (A) will be measured and
their ratio (E/A) calculated. Presence of calcifications in
mitral and aortic valves (yes/no) will be also evaluated.
All images will be sent to one study site (Hospital Clínico San Carlos, Madrid, Spain) for analysis by two certified readers blinded to clinical data.
Biomarkers

Samples will be collected of whole blood into 10 ml
EDTA vacutainers, maintained at ambient temperature
and transported overnight to a centralized biobank
named REDinREN (Spanish Renal Research Network).
These samples will be processed immediately after their
reception by a laboratory technique according to the
biobank protocol [29]. Plasma, serum, DNA and RNA
will be collected from all participants. These samples
will be frozen and stored in the biobank until their use.
Sample size calculation

The sample size needed to address the objectives of this
study has been estimated with the following assumptions:
alpha 5%, beta 10% (power 90%), loss to follow-up 25%,
and revised incidence of CV outcomes at each CKD stage
[2]. Based on these data, the target number for inclusion
of patients with CKD will be 4137, distributed for each
stage as follows: 1476 (stage 2), 1325 (stage 3), 713
(stages 4 and 5), and 623 (patients in dialysis treatment,
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either HD or PD). The sample size of the control group
will be 843 based on minimal detectable differences in
plaque presence between patients with and without CKD
(personal data from Hospital Arnau de Vilanova).
Statistical Analyses

SPSS software (version 17.0) will be used for statistical
analyses. Data will be presented as means ± SE for continuous variables and as frequencies or percentages for categorical variables. Differences in mean values will be
assessed by analysis of variance and unpaired t-tests, or
the Mann Whitney U-test when the variables have a
skewed distribution. Categorical variables will be compared by using the Pearson chi-square or the Fisher’s
exact tests. The relationship between measured primary
and secondary end-points will be analyzed by multivariate
Cox regression. Survival curves will be constructed using
the Kaplan-Meier method, and long-rank test will be used
for exploratory univariate analysis of survival differences
between groups. We will use ROC curves analysis to calculate the additional predictive value for CV outcomes of
imaging parameters and biomarkers beyond and above
that provided by traditional risk factors. Two-sided P
values <0.05 will be considered statistically significant.

Discussion
The present study is the first large, prospective, observational study to examine the usefulness of different noninvasive imaging techniques and biomarkers to predict
CVD events and mortality in CKD patients throughout
Spain. Given the paradoxical associations between traditional risk factors and CVD risk in patients with CKD,
additional diagnostic tools are currently warranted to
identify the real cardiovascular culprits. Hereby, we present the protocol of the NEFRONA study aimed to
explore the most effective way in which these tests can
be integrated with current clinical laboratory markers to
maximize their synergism for CVD detection.
CIMT is a well-documented surrogate marker of preclinical atherosclerosis, by which higher CIMT measurements have been associated with an increased risk of
CVD [11]. Several prior studies have assessed its predictive role in healthy subjects [12] and CKD patients
[14-18]. However, most studies in CKD patients have
been performed in small samples of patients undergoing
dialysis therapy. Only Szeto et al [18] assessed CIMT in
a sample of 203 Chinese patients on predialysis. The
authors concluded that CIMT was a strong predictor of
CVD and might be usefully applied for risk stratification
in this group of patients. ABI as a surrogate marker to
predict PAD, has also been assessed as a predictor of
CVD mortality only in dialysis patients [19,20]. Therefore, the predictive value of either CIMT or ABI in early
stages of CKD remains still unknown.
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Vascular calcification is a common complication in
CKD, and several investigators have demonstrated that
presence and extent of vascular calcifications is an independent predictor of CV mortality [21-23]. Interestingly,
Blacher et al [23] studied the prognostic value of calcifications in carotid artery, abdominal aorta, iliofemoral
axis, and legs in 110 patients on HD therapy, reporting
an increased risk of death in those patients with a
higher number of calcified vascular sites. However, only
one study [24] has examined the predictive value of type
of arterial calcifications (intimal vs. medial) in 202 HD
patients using radiographs of the pelvis and the thigh.
London et al [24] found that intimal calcification was
associated with atherosclerotic complications whereas
medial calcification, with CKD specific risk factors.
Moreover, the authors reported higher rates of CVD
mortality in patients with intimal calcification. Further
studies are currently warranted in order to clarify the
importance of extent and type of vascular calcifications
in different arterial territories and in large samples of
patients with all sorts of CKD.
Calcifications of cardiac valves have also been associated with an increased risk for mortality and CVD
events in healthy populations [21]. In CKD patients, only
two prior small studies have examined the predictive role
of cardiac valve calcifications with controversial results
[30,31]. In this regard, Wang et al [30] reported that presence of calcified cardiac valves was predictive of allcause mortality and cardiovascular death in 192 patients
on dialysis. By contrast, Panuccio et al [31] did not find
an association between cardiac valve calcifications and
cardiovascular mortality in 202 HD patients. In addition,
prior small studies have identified a number of echocardiographic variables, including left atrial size, LV hypertrophy, and LV filling pressure, that predict CVD events
and mortality in dialysis patients [32,33]. However, no
prospective studies have assessed their predictive value in
predialysis patients. Thus, the NEFRONA study will provide us compelling evidence regarding the prognostic
role of cardiac valve calcifications and several ecocardiographic variables in CKD patients. Moreover, this study
may help us to understand the link between calcifications
in the arterial walls or cardiac valves and atherosclerosis,
a question that to date remains undetermined.
On the other hand, the collection of plasma, DNA and
RNA samples in this study will contribute to a better
assessment of CVD in renal patients. Although recent
studies [8] suggest only limited utility of either single or
multiple biomarkers of CVD risk as prognostic tools in
CKD patients, their integration with traditional markers
to maximize CVD detection in this population remains
to be established. Of note, identification of specific
genetic variants acting in the arterial walls will allow us
to develop genetic screening tools for diagnosis and
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therapeutic interventions. Likewise, RNA samples will
enable us to understand the molecular mechanisms leading to atherosclerosis in these patients, contributing to
the reduction of their morbimortality risk due to CVD.
Overall, the NEFRONA study may provide new
insights into the natural course, genotype-phenotype
interactions and pathophysiology of CKD, providing
new targets for early diagnosis and therapy for CVD in
these patients. The present study has several strengths,
including the large sample size nationally representative, the complete nature of the dataset, the existence
of a central biobank, the use of clinically important
primary end-points (CV morbidity and all-cause and
CV mortality), the performance of all imaging techniques by three trained itinerant teams using a common
protocol, and the large follow-up period of this study
(4 years). Importantly, the longitudinal nature of the
present study will allow us to determine the temporal
and causal relationships among CVD risk factors,
CKD, imaging parameters, and biomarkers. However,
there are some limitations to our study. First, estimation of kidney function by determination of serum
creatinine may be responsible for misclassification of
some participants in the analyses by stage of kidney
function; however, its determination will be made
using the Jaffe kinetic method by all participating centers. Second, we will use estimated GFR rather than
more precise measures of kidney function, like iothalamate clearance. Finally, prevalent dialysis patients will
be included, which may introduce survival bias because
of early mortality.

Conclusions
In conclusion, the NEFRONA study will examine
whether non-invasive imaging techniques and biomarkers may increase the predictive power to detect CV
morbidity and mortality in asymptomatic CKD patients,
beyond traditional risk factors. Moreover, the present
study may enable us to understand the molecular
mechanisms leading to atherosclerosis in these patients,
contributing to the reduction of their morbimortality
risk due to CVD.
List of abbreviations used
(CVD): Cardiovascular disease; (CKD): chronic kidney
disease; (AHA): American Heart Association; (SHAPE):
Screening for Heart Attack Prevention and Education;
(ABI): ankle-brachial index; (PAD): peripheral arterial
disease; (CIMT): carotid intima-media thickness; (GFR):
glomerular filtration rate; (HD): hemodialysis; (PD): peritoneal dialysis; (MDRD): Modification of Diet in Renal
Disease Study; (CKD-EPI): Chronic Kidney disease Epidemiology Collaboration; (BP): blood pressure; (ICD9CM): International Classification of Diseases, Ninth

Junyent et al. BMC Nephrology 2010, 11:14
http://www.biomedcentral.com/1471-2369/11/14

Revision, Clinical Modification; (LV): left ventricular;
(AS): atherosclerosis score.
Acknowledgements
The NEFRONA study is funded by Abbott Laboratories. Blai Coll and José
Manuel Valdivielso are supported by a grant from the Instituto de Salud
Carlos III, Programa Miguel Servet.
Authors’ contributions
EF: Principal Investigator; the conception and design of the study; MJ and
EF: the writing of the manuscript draft; MJ, TV, MM, BC, JV, MB, EF:
participated in design and co-ordination; helped to draft manuscript; read
and approved the final manuscript; MJ, TV, MM, BC, JV, JR, FS, MB, EF: critical
review of the manuscript; MJ, MM: statistical expertise; EF, MJ, BC, JV:
obtained funding.
Competing interests
The authors declare that they have no competing interests.
Received: 26 August 2009 Accepted: 7 July 2010 Published: 7 July 2010
References
1. Vanholder R, Massy Z, Argiles A, Spasovski G, Verbeke F, Lamiere N: Chronic
kidney disease as a cause of cardiovascular morbidity and mortality.
Nephrol Dial Transpl 2005, 20:1048-1056.
2. Go AS, Chertow GM, Fan D, McCulloch CE, Hsu C: Chronic kidney disease
and the risks of death, cardiovascular events, and hospitalization. N Engl
J Med 2004, 351:1296-1305.
3. Foley RN, Parfrey PS, Sarnak MJ: Epidemiology of cardiovascular disease in
chronic renal disease. J Am Soc Nephrol 1998, 9(Suppl 12):16-23.
4. Sarnak MJ, Levey AS, Schoolwerth AC, Coresh J, Culleton B, Hamm LL,
McCullough PA, Kasiske BL, Kelepouris E, Klag MJ, Parfrey P, Pfeffer M, Raij L,
Spinosa DJ, Wilson PW: Kidney disease as a risk factor for development
of cardiovascular disease: a statement from the American Heart
Association Councils on Kidney in Cardiovascular Disease, High Blood
Pressure Research, Clinical Cardiology, and Epidemiology and
Prevention. Circulation 2003, 108:2154-2169.
5. Wilson PW, D’Agostino RB, Levy D, Belanger AM, Silbershatz H, Kannel WB:
Prediction of coronary heart disease using risk factor categories.
Circulation 1998, 97:1837-1847.
6. Levin NW, Handelman GJ, Coresh J, Port FK, Kaysen GA: Reverse
epidemiology: a confusing, confounding, and inaccurate term. Semin Dial
2007, 20:586-592.
7. Stenvinkel P, Carrero JJ, Axelsson J, Lindholm B, Heimbürger O, Massy Z:
Emerging biomarkers for evaluating cardiovascular risk in the chronic
kidney disease patient: how do new pieces fit into the uremic puzzle?
Clin J Am Soc Nephrol 2008, 3:505-521.
8. Rubin C, Nolin TD, Himmelfarb J: Are biomarkers useful for assessing
cardiovascular risk in patients with chronic kidney disease? Curr Opin
Nephrol 2007, 16:506-511.
9. Naghavi M, Falk E, Hecht HS, Shah PK, SHAPE Task Force: The First SHAPE
(Screening for Heart Attack Prevention and Education) Guideline. Crit
Pathw Cardiol 2006, 5:187-190.
10. Greenland P, Smith SC Jr, Grundy SM: Improving coronary heart disease
risk assessment in asymptomatic people. The role of traditional risk
factors and non-invasive cardiovascular tests. Circulation 2001,
104:1863-1867.
11. Riley WA: Cardiovascular risk assessment in individual patients from
carotid intimal-medial thickness measurements. Curr Atheroscler Rep 2004,
6:225-231.
12. Lorenz MW, Markus HS, Bots ML, Rosvall M, Sitzer M: Prediction of clinical
cardiovascular events with carotid intima-media thickness: A systematic
review and meta-analysis. Circulation 2007, 115:459-467.
13. Criqui MH, Langer RD, Fronek A, Feigelson HS, Klauber MR, McCann TJ,
Browner A: Mortality over a period of 10 years in patients with
peripheral arterial disease. N Engl J Med 1992, 326:381-386.
14. Benedetto FA, Mallamaci F, Tripepi G, Zoccali C: Prognostic value of
ultrasonographic measurement of carotid intima media thickness in
dialysis patients. J Am Soc Nephrol 2001, 12:2458-2464.

Page 8 of 8

15. Ekart R, Hojs R, Hojs-Fabjan T, Balon BP: Predictive value of carotid intima
media thickness in hemodialysis patients. Artif Organs 2005, 29:615-619.
16. Nishizawa Y, Shoji T, Maekasa K, Nagasue K, Okuno S, Kim M, Emoto M,
Ishimura E, Nakatani T, Miki T, Inaba M: Intima-media thickness of carotid
artery predicts cardiovascular mortality in hemodialysis patients. Am J
Kidney Dis 2003, 41(Suppl 1):76-79.
17. Kato A, Takita T, Maruyama Y, Kumagai H, Hishida A: Impact of carotid
atherosclerosis on long-term mortality in chronic hemodialysis patients.
Kidney Int 2003, 64:1472-1479.
18. Szeto C, Chow K, Woo K, Chook P, Ching-Ha B, Leung C, Kam-Tao P:
Carotid intima media thickness predicts cardiovascular diseases in
Chinese predialysis patients with chronic kidney disease. J Am Soc
Nephrol 2007, 18:1966-1972.
19. Ono K, Tsuchida A, Kawai H, Matsuo H, Wakamatsu R, Maezawa A, Yano S,
Kawada T, Nojima Y: Ankle-brachial blood pressure index predicts allcause and cardiovascular mortality in hemodialysis patients. J Am Soc
Nephrol 2003, 14:1591-1598.
20. Liu JH, Lin HH, Yang YF, Liu YL, Kuo HL, Wang IK, Chou CY, Huang CC:
Subclinical peripheral artery disease in patients undergoing peritoneal
dialysis: risk factors and outcome. Perit Dial Int 2009, 29:64-71.
21. Rennenberg RJ, Kessels AG, Schrgers LJ, van Engelshoven JM, de
Leeuw PW, Kroon AA: Vascular calcifications as a marker of increased
cardiovascular risk: a meta-analysis. Vasc Health Risk Manag 2009,
5:185-197.
22. Mizobuchi M, Towler D, Slatopolsky E: Vascular calcification: the killer of
patients with chronic kidney disease. J Am Soc Nephrol 2009,
20:1453-1464.
23. Blacher J, Guerin AP, Pannier B, Marchais SJ, London GM: Arterial
calcifications, arterial stiffness, and cardiovascular risk in end-stage renal
disease. Hypertension 2001, 38:938-942.
24. London G, Guérin A, Marchais S, Métivier F, Pannier B, Adda H: Arterial
media calcification in end-stage renal disease: impact on all-cause and
cardiovascular mortality. Nephrol Dial Transplant 2003, 18:1731-1740.
25. Levey AS, Bosch JP, Lewis JB, Greene T, Rogers N, Roth D: A more accurate
method to estimate glomerular filtration rate from serum creatinine: a
new prediction equation. Ann Intern Med 1999, 130:461-470.
26. Levey AS, Stevens LA, Schmid CH, Zhang Y, Castro AF, Feldman HI,
Kusek JW, Eggers P, Van Lente F, Greene T, Coresh : A new equation to
estimate glomerular filtration rate. Ann Intern Med 2009, 150:604-612.
27. Junyent M, Gilabert R, Núñez I, Corbella E, Vela M, Zambón D, Ros E:
Carotid ultrasound in the assessment of preclinical atherosclerosis.
Distribution of intima-media thickness values and plaque frequency in a
Spanish community cohort. Med Clin 2005, 125:770-774.
28. Levy D, Savage DD, Garrison RJ, Anderson KM, Kannel WB, Castelli WP:
Echocardiographic criteria for left ventricular hypertrophy: the
Framingham Heart Study. Am J Cardiol 1987, 59:956-60.
29. The REDinREN biobank protocol. [http://82.223.176.25/SiteDirectory/
intranet/Documentos%20Biobanco/Forms/AllItems.aspx].
30. Wang AY, Wang M, Woo J, Lam CW, Li PK, Lui SF, Sanderson JE: Cardiac
valve calcification as an important predictor for all-cause mortality and
cardiovascular mortality in long-term peritoneal dialysis patients: A
prospective study. J Am Soc Nephrol 2003, 14:159-168.
31. Panuccio V, Tripepi R, Tripepi G, Mallamaci F, Benedetto FA, Cataliotti A,
Bellanuova I, Giacone G, Malatino LS, Zoccali C: Heart valve calcifications,
survival, and cardiovascular risk in hemodialysis patients. Am J Kidney Dis
2004, 43:479-484.
32. Chan MY, Wong HB, Ong HY, Yeo TC: Prognostic value of left atrial size in
chronic kidney disease. Eur J Echocardiogr 2008, 9:736-740.
33. Wang AY, Wang M, Lam CW, Chan IH, Zhang Y, Sanderson JE: Left
ventricular filling pressure by doppler echocardiography in patients with
end-stage renal disease. Hypertension 2008, 52:107-114.
Pre-publication history
The pre-publication history for this paper can be accessed here:
http://www.biomedcentral.com/1471-2369/11/14/prepub
doi:10.1186/1471-2369-11-14
Cite this article as: Junyent et al.: Predicting cardiovascular disease
morbidity and mortality in chronic kidney disease in Spain. The
rationale and design of NEFRONA: a prospective, multicenter,
observational cohort study. BMC Nephrology 2010 11:14.

