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Abstract
Bone marrow, spleen, liver and kidney proton transverse relaxation rates (R2), together

with cardiac R2* from patients with sickle cell disease (SCD), paroxysmal nocturnal hemo-

globinuria (PNH) and non-transfusion dependent thalassemia (NTDT) have been compared

with a control group. Increased liver and bone marrow R2 values for the three groups of

patients in comparison with the controls have been found. SCD and PNH patients also pres-

ent an increased spleen R2 in comparison with the controls. The simultaneous measure-

ment of R2 values for several tissue types by magnetic resonance imaging (MRI) has

allowed the identification of iron distribution patterns in diseases associated with iron imbal-

ance. Preferential liver iron loading is found in the highly transfused SCD patients, while the

low transfused ones present a preferential iron loading of the spleen. Similar to the highly

transfused SCD group, PNH patients preferentially accumulate iron in the liver. A reduced

spleen iron accumulation in comparison with the liver and bone marrow loading has been

found in NTDT patients, presumably related to the differential increased intestinal iron

absorption. The correlation between serum ferritin and tissue R2 is moderate to good for the

liver, spleen and bone marrow in SCD and PNH patients. However, serum ferritin does not

correlate with NTDT liver R2, spleen R2 or heart R2*. As opposed to serum ferritin mea-

surements, tissue R2 values are a more direct measurement of each tissue’s iron loading.

This kind of determination will allow a better understanding of the different patterns of tissue

iron biodistribution in diseases predisposed to tissue iron accumulation.

Introduction
Anemia and ineffective erythropoiesis with consequent increased gastrointestinal absorption of
iron, and frequent blood transfusions are the predominant causes of iron accumulation in
patients with red blood cell disorders [1, 2]. The body lacks mechanisms for increasing excretion
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of the accumulated iron [3], leading to iron overload, most of which is stored in the liver. But
iron may also accumulate in other organs such as the spleen, kidneys or the bone marrow [4].
The pattern of iron accumulation within the different organs appears to depend on the disease
[4]. In particular, pathogenic iron species (e.g. non-transferrin bound iron (NTBI)) may appear
when the plasma iron concentration exceeds the binding capacity of transferrin. NTBI is the
main source of iron that generates myocardial iron overload and reactive oxygen species [5].
Although cardiac iron accumulation is frequent in transfusion-dependent β-thalassemia (TDT)
patients, this effect is very unusual in sickle cell disease [6] or non-transfusion dependent thalas-
semia patients. The relationship between the different iron-containing species present in blood
and the specific tissue iron accumulation is still poorly understood. Iron can exit some cells via
the iron exporter ferroportin [7], hence iron accumulated in tissues may not remain there indef-
initely. Furthermore, efficiency of iron removed in different organs varies with the different che-
lators used to reduce the iron accumulated in the tissues in patients with iron overload [8]. As
yet, little is known about the pathways of iron flow between the different organs.

Conventionally serum ferritin measurements have been used to estimate body iron accumu-
lation. Although this measurement can be repeated frequently, it is known that serum ferritin
does not always correlate with liver iron concentration [9–11]. In addition, serum ferritin does
not provide information about the relative iron accumulation in different organs [12]. A more
accurate approach is a tissue biopsy [13], but this invasive procedure has associated risks [14]
and cannot be repeated frequently. Magnetic resonance imaging (MRI) has been used to ana-
lyze iron accumulation in different tissues [6, 15–18]. This non-invasive technique can provide
information on the concentration of iron in several tissues simultaneously. MRI methods are
also well suited for longitudinal studies on iron biodistribution in which repeated measure-
ments are needed.

In this study, we investigated the pattern of iron accumulation in liver, spleen, heart, kidneys
and bone marrow in patients with sickle cell disease (SCD), paroxysmal nocturnal hemoglobin-
uria (PNH) and β-thalassemia intermedia (also referred to as non-transfusion dependent thal-
assemia, NTDT) by MRI. For this purpose, mean proton transverse relaxation rates (R2) of
liver, spleen, kidney and bone marrow, and cardiac R2� have been measured as surrogate deter-
minates of the iron concentration in the various tissues. These data have been compared with
serum ferritin measurements. Iron estimated from bone marrow aspirates using Perl’s stain
have also been compared with the quantitative MRI measurements in a subset of patients with
PNH.

Methods

Study design and participants
Magnetic resonance imaging data from patients that had already had an assessment of hepatic
iron loading as part of their clinical care programme and/or as part of another study approved
by the NHS Research Ethics Committee (REC 05/Q0703/21), were retrospectively analyzed.
The King’s College Hospital Research Ethics Committee confirmed that informed consent was
not required from patients as this was a retrospective review of existing image data. Images
were anonymized and de-identified prior to analysis.

Image data were available for 15 PNH patients (7 females and 8 males, aged 45.5 ± 15.7
years), all chelation naïve at the scan date. Being retrospective, there were some limitations on
the analysis of the imaging data; images of the kidneys could be observed in only 3 of the 15,
and cardiac R2� values were available from 14 of the 15 patients.

Image data were available for 40 chelation naïve SCD patients (25 females and 15 males,
and 36 HbSS, 2 HbSβ0 and 2 HbSC). The average age at the date of scan was 40.2 ± 20 years.
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Kidney R2 data from the patients with SCD have been previously analyzed [16]. Cardiac R2�

was measured for 12 of these patients. Cardiac MRI data were acquired during the same visit as
the liver, bone marrow, kidney, and spleen MRI data.

Image data were available for 9 NTDT (β-thalassemia intermedia) patients (6 females and 3
males). Two of the patients had repeated scans; the time difference between the scans was 1
and 3.6 years and both measurements were considered in the study. The average age at the date
of the scan was 37.8 ± 11.3 years. Cardiac R2� values, recorded during the same visit as the R2
imaging, were available for 4 of the 11 patients.

Image data for 17 healthy control participants (4 females and 13 males, aged 37 ± 7.7 years)
that had already participated in another study were acquired with approval from the Fremantle
Hospital Human Research Ethics Committee (08/404) and The University of Western Austra-
lia Human Research Ethics Committee to provide a reference range of normal R2 values. Being
retrospective, no cardiac R2� data were available for the control group.

Magnetic Resonance Imaging Data Acquisition and Analysis
Axial images of the abdomen covering the liver, spleen, kidneys and part of the thoracic and
lumbar vertebrae were obtained from clinical MRI scanners operating at 1.5 T. Images were
acquired using a single spin-echo sequence (FerriScan

1

) with 5 echo times (TE of 6, 9, 12, 15,
and 18 ms), a repetition time of 2500 ms and slice thickness of 5 mm.

Spin density projection assisted R2-MRI (FerriScan
1

) [19, 20] had been used to assess liver
iron concentration (LIC) in the participants. Liver R2 values were obtained from FerriScan

1

reports. R2 values derived from pixel-wise mono-exponential fits to the image data were
obtained from the FerriScan1 raw image data for the bone marrow, kidney and spleen. Bone
marrow values are reported as the average R2 value obtained from the vertebral body of 6 slices,
corresponding in most of the patients to lower thoracic vertebrae and higher lumbar vertebrae.
Kidney R2 values were determined as previously described as the average from multiple slices
from both kidneys [16]. Spleen R2 values are reported as the average value from at least three
different slices in each patient. While homogenous spleen signals were found in control sub-
jects, PNH and the NTDT patients, only 24 of the 40 SCD patients showed homogeneous
splenic R2 values, the lack of homogeneity most likely caused by splenic infarction. Very low
standard deviations were obtained in the analysis of the different slices from each organ to
obtain the mean R2 value.

Cardiac R2� data were acquired on 1.5 T MRI scanners using a breath hold gradient echo
sequence with 8 echo times between 2.97 ms and 21.68 ms, a repetition time of 200 ms and
slice thickness of 10 mm. R2� values were derived from pixel-wise bi-exponential fits to the
image data after subtraction of background noise in quadrature.

Clinical Data
Clinical data were collected retrospectively from the Electronic Patient Records (EPR) system
and clinical notes. Seven PNH patients had bone marrow aspirate performed as part of the rou-
tine work-up; iron stores were scored (anonymized by AGK) after Perls’ staining following
standard protocols [21, 22].

Statistical Analysis
Statistical analysis was performed by GraphPad Prism Software (CA, USA). Normal distribu-
tions of R2 and R2� values for each organ and group of patients were checked using Kolmogo-
rov-Smirnov test. Several data sets (Control BMR2, SCD Liver R2, SCD Spleen R2, PNH
BMR2, SCD Ferritin, PNH Ferritin and NTDT Ferritin) did not pass this test and therefore
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significant differences were checked using Kruskal Wallis analysis with Dunn post test for the
comparison of all the tissues R2, R2� and R2 ratios. Correlations between tissue R2 in different
organs and between R2 values and serum ferritin measurements were assessed using Pearson’s
test for normally distributed variables and Spearman’s test for non normal distributions. The
threshold for significance was P = 0.05 and P values< 0.05 (�),< 0.01 (��) and< 0.001 (���)
were considered as significant.

Limitations
One limitation of this retrospective study is that patient selection bias is very likely. Patients
were selected because they had an assessment of hepatic iron loading by MRI as part of their
clinical care programme. Thus the studied cohort will not necessarily represent the complete
spectrum of PNH, SCD or NTDT patients and, in particular, those patients who were not
referred for a liver iron MRI measurement. A future prospective study could address this issue.

MRI analysis to quantify liver and cardiac iron accumulation is a technique validated by the
U.S. Food and Drug Administration (FDA). This technique has not been validated against tis-
sue biopsies for the analysis of other organs yet. Spleen, kidney and bone marrow R2 values are
measured as surrogate values of the iron concentration.

Results

Comparison of tissue R2 values between patients and the control group
The mean liver and bone marrow R2 values in controls were significantly lower from those in
patients (Fig 1 and Table 1). The mean R2 values for the liver were similar between the three
groups of patients (Fig 1A) as were the mean bone marrow R2 values (Fig 1B). Although the
mean liver R2 values were similar in the three diseases, it should be noted that half of the
patients with SCD had liver R2 values within that of the control group, producing a large stan-
dard deviation of R2 values for this organ. The differences in liver R2 values within the SCD
data are related to the number of transfusions (see discussion below).

A more varied pattern of iron accumulation between the different groups of patients is
observed in the spleens and kidneys. The mean spleen R2 value in the control group was signif-
icantly lower than that in the SCD and PNH patients (Fig 1C). The patients with NTDT did
not seem to accumulate as much iron in the spleen relative to the liver and bone marrow when
compared with the patients with PNH and SCD. The mean spleen R2 value for the NTDT
patients is significantly different from that for the SCD patients (Fig 1C). Significant differences
in the mean kidney R2 values were only observed between the patients with SCD and the con-
trol group (Fig 1D); mean kidney R2 values were also significantly different between the SCD
and NTDT patients (Fig 1D). No cardiac R2� data were available for the control subjects and
no significant differences in mean cardiac R2� values were observed between any of the patient
groups (Fig 1E).

Comparison of R2 ratios
To characterize the biodistribution of the iron loading among the different organs, we evalu-
ated the ratios of R2 in pairs of tissue types for the three groups of patients and control subjects
(Table 2 and Fig 2). Ratios were calculated for tissue showing preferential iron accumulation:
Spleen R2/ Liver R2, Bone Marrow R2/Liver R2, and Bone Marrow R2 /Spleen R2.

The tissue R2 ratios from the 4 groups of patients are shown in Fig 2 and Table 2. Regarding
the Spleen R2/ Liver R2 ratio, no significant differences have been found between the controls
and the SCD patients, when analyzing the whole SCD data set together (Fig 2A). When
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Fig 1. Proton transverse relaxation rates (R2) for (A) liver, (B) bonemarrow, (C) spleen, (D) kidneys
and (E) heart for the four different groups of subjects: control subjects (black), SCD (blue), PNH
(purple) and NTDT (green) patients.Mean values ± SD are represented by the horizontal bars.(*) p < 0.05,
(**) p < 0.01, (***) p < 0.001 for Kruskal Wallis analysis with Dunn post test. The asterisk color indicates the
group with which the difference was found.

doi:10.1371/journal.pone.0139220.g001
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considering two subgroups within the SCD patients, depending on the number of transfusions
received (more or less than 20 top up units) (Table 2), it can be observed that those patients
with higher number of transfusions accumulate more iron in the liver relative to spleen in com-
parison with those patients that had received less transfusions. Comparing the low and high
transfused SCD patients with the rest of the groups, the low transfused SCD patients had a
spleen/liver R2 ratio that exceeded 1 and that ratio was significantly higher than the PNH and
NTDT groups. These differences were not found with the highly transfused SCD patients
(Table 2).

Fig 2B and Table 2 show the Bone Marrow R2/Liver R2 ratios. No significant differences
have been found between the controls and the whole set of SCD patients but significantly lower
Bone Marrow R2/Liver R2 ratios are observed in the PNH patients in comparison with the con-
trols and SCD patients (Fig 2B). These differences remain for the low transfused SCD patients
(Table 2), but are not significantly different to the highly transfused ones.

Although, when analyzing each tissue independently, Bone Marrow R2 and Spleen R2 val-
ues were higher in the NTDT patients in comparison with the controls (Fig 1), the Bone Mar-
row R2/Spleen R2 ratios from these two groups are not significantly different (Fig 2C and
Table 2). In addition, NTDT patients and controls have significantly higher Bone Marrow R2/
Spleen R2 ratios than the SCD (both high and low transfused) and PNH patients (Fig 2C and
Table 2).

Table 1. Proton transverse relaxation rates (R2) of the different tissues from each group of subjects.

Liver R2(s-1) Bone Marrow R2(s-1) Spleen R2(s-1) Kidney R2(s-1) Heart R2*(s-1)

Control 33.7 ± 7.6 21.8 ± 4.9 19.6 ± 2.8 17.1 ± 2.9

(21–45) (14.5–34.4) (14.2–23.5) (12.2–22)

SCD 123.7 ± 108.1 43.2 ± 21.1 67.2 ± 31.5 27.1 ± 8.7 31.6 ± 6.3

(26.7–366) (18.3–105.7) (23.9–149) (12.6–54.4) (22–46.2)

PNH 144.3 ± 79.8 36.1 ± 19.2 52.3 ± 31.8 18.1 ± 3.5 33.2 ± 10.6

(48.8–354.9) (17.8–90.6) (20.5–130.9) (14.6–21.5) (18–59.8)

NTDT 94.7 ± 36.3 32.6 ± 7.0 26.4 ± 8.2 16.1 ± 2.6 26.6 ± 5.2

(52.5–163.0) (23.3–45.1) (11.0–36.3) (12.6–20.3) (22.0–33.4)

Numbers correspond to mean ± SD, and those in brackets are the range of values. Statistical differences between the groups are presented in Fig 1.

doi:10.1371/journal.pone.0139220.t001

Table 2. Mean values and standard deviations of the different tissue ratios for each group of patients.

Spleen R2 / Liver R2 BM R2/ Liver R2 BM R2 /Spleen R2

Control 0.6 ± 0.2 0.7 ± 0.2 1.1 ± 0.3 (l, h)

SCD 0.9 ± 0.8 0.5 ± 0.3 0.7 ± 0.3

SCD Transfused < 20 units 1.2 ± 0.8 0.7 ± 0.2 (h) 0.5 ± 0.2

SCD Transfused > 20 units 0.8 ± 0.4 0.4 ± 0.3 (l) 0.8 ± 0.3

PNH 0.4 ± 0.2 (l) 0.3 ± 0.1 (l) 0.7 ± 0.3

NTDT 0.3 ± 0.1 (l) 0.4 ± 0.2 1.2 ± 0.2 (l, h)

Numbers correspond to mean ± SD. Two subgroups from the SCD patients have been analyzed splitting them into those who had received more or less

than 20 top up transfusions. Statistical differences between the whole groups are presented in Fig 2. In this table, only the significant differences found for

the low (l, p < 0.05) and high (h, p < 0.05) transfusion SCD sub groups for Kruskal Wallis analysis with Dunn post test are presented.

doi:10.1371/journal.pone.0139220.t002
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Fig 2. Comparison of tissue R2 ratios for four different groups of subjects: controls (black) and SCD
(blue), PNH (purple) and NTDT (green) patients. (A) Spleen R2 / Liver R2, (B) Bone Marrow R2 / Liver R2
and (C) Bone Marrow R2 / Spleen R2. Mean values ± SD are represented by the horizontal bars. (*) p < 0.05,

Tissue Iron Distribution by MRI
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Correlations between R2 in different tissues within each group of
patients
We analyzed correlations between R2 values of the different tissues for the four groups studied:
control subjects, PNH, SCD and NTDT patients (Fig 3). No significant correlations between
the different R2 values were found in the control group.

In PNH patients, significant correlations were found between spleen R2 and bone marrow
R2 (Fig 3A), liver R2 and bone marrow R2 (Fig 3B), liver R2 and spleen R2 (Fig 3C) bone mar-
row R2 and heart R2� (Fig 3D), spleen R2 and heart R2� (Fig 3E) and liver R2 and heart R2�

(Fig 3F).
In SCD, significant correlations were found between spleen R2 and bone marrow R2 (Fig

3G), liver R2 and bone marrow R2 (Fig 3H), and between liver R2 and spleen R2 (Fig 3I). In
these patients, kidney R2 was available, but no correlations were found between kidney R2 and
heart R2� or R2 values of the other organs characterized.

In the NTDT patients, a significant correlation was only found between bone marrow R2
and heart R2� (Fig 3J). No significant correlations in iron load were found between tissues of
the other organs.

Correlations of tissue R2 with serum ferritin and iron scores
The correlations between serum ferritin and the tissue R2 are shown in Fig 4. In patients with
SCD, there were no significant correlations between serum ferritin and spleen R2, kidney R2
(not shown) and heart R2�, but significant correlations were found between serum ferritin and
liver R2 (p< 0.0001) and bone marrow R2 (p< 0.0001).

In the PNH patients, significant correlations were found between serum ferritin and all the
tissues analyzed (liver R2 (p = 0.0002), bone marrow R2 (p = 0.017) and spleen R2 (p = 0.016))
except for heart R2�.

In the NTDT group significant correlations were only found between serum ferritin and
bone marrow R2 (p = 0.045).

Iron scores in bone marrow were available from 7 PNH patients. A weak but still significant
correlation was found between bone marrow R2 and bone marrow iron scores from marrow
aspirates (p = 0.048) (Fig 5).

Discussion

Bone marrow iron accumulation
We have been able to quantitatively assess a surrogate biomarker of iron accumulation in sev-
eral organs simultaneously, including the not so frequently characterized bone marrow. Our
study of bone marrow R2 in SCD, PNH and NTDT patients has shown increased R2 values for
the three groups of patients in comparison with the controls (mean bone marrow R2 values�
1.5–2 fold higher). Even from a careful visual inspection of the MRI images, hypointense bone
marrow was detected in many patients (Fig 6). Previous studies on bone marrow R2 in the con-
text of these diseases have confirmed image hypointensity related to iron deposition [23–27],
in particular, as a reflection of transfusion therapies that lead to iron accumulation over the
years.

(**) p < 0.01, (***) p < 0.001 for Kruskal Wallis analysis with Dunn post test. The asterisk color indicates the
group with which the difference was found. The whole SCD data set has been used for the analysis.

doi:10.1371/journal.pone.0139220.g002
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Fig 3. Correlations between MRI R2 values in the different organs in PNH (A-F), SCD (G-I) and NTDT
(J) patients.

doi:10.1371/journal.pone.0139220.g003
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In the PNH, SCD and NTDT patients there was generally a good correlation between bone
marrow R2 and serum ferritin suggesting that serum ferritin may be a reasonable surrogate
marker for bone marrow iron in these diseases. In addition, a significant correlation was found
between bone marrow R2 and iron scores in the PNH patients (Fig 5). Still, further studies are
needed, on more patients and with different diseases, to validate this non-invasive technique as
a surrogate measurement of iron accumulation in bone marrow.

Non-invasive measurements of bone marrow R2 could, nevertheless, add additional confir-
mation of bone marrow iron status in research or clinical studies. In particular, evaluation of
bone marrow iron by R2 measurement could be of benefit before bone marrow transplantation,
an emerging curative treatment option for patients with SCD [28, 29]. Recently it has been
shown that bone marrow iron load is a risk factor for invasive aspergillosis, a major cause of
death after hematopoietic stem cell transplantation [30]. In this context, non-invasive determi-
nation of bone marrow iron by MRI may play a key role in confirming serum ferritin observa-
tions in patients that require marrow transplants. Abdominal MRI images collected routinely
for liver iron concentration measurements by R2 may be used to characterize bone marrow
iron accumulation in future clinical practice.

In addition, this characterization protocol will be a useful tool for further studies on the
kinetics of iron loading and removal in the different diseases, especially to evaluate different
chelating therapies. These measurements will also be of great relevance to evaluate the pattern

Fig 4. Correlations between serum ferritin concentration and liver R2 (A-C), bonemarrow R2 (D-F), spleen R2 (G-I) and heart R2* (J-L) in SCD, PNH
and NTDT patients.

doi:10.1371/journal.pone.0139220.g004
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of iron accumulation in other diseases, providing a more direct measurement of each tissue
iron loading than the serum ferritin.

Serum ferritin as a marker of tissue iron overload
In addition to the good correlation between bone marrow R2 and serum ferritin, moderate to
good correlations were found between serum ferritin and the degree of iron loading (as
assessed by tissue R2) in the liver for SCD and PNH patients, but not for NTDT ones. Similar
to our findings, Papakonstantinou et al. [27] also observed significant correlations between
serum ferritin and bone marrow R2 and liver R2 in thalassemia major patients, but Drakonaki
et al. [24] did not.

However, a significant correlation between serum ferritin and tissue iron loading does not
necessarily indicate that serum ferritin is an accurate predictor of tissue iron concentration (see
e.g. [31]). Poor sensitivity and specificity are often encountered even with relatively strong sig-
nificant correlations. For example, although Brittenham et al. found a significant correlation
between plasma ferritin and liver iron concentration in 111 transfused patients with thalasse-
mia and SCD (R = 0.76, p<0.0001), the 95% prediction intervals for liver iron concentration
were so broad, such that a single determination of plasma ferritin was unreliable in predicting
liver iron concentration.

PNH iron biodistribution
In PNH, the Bone Marrow R2/ Liver R2 ratio analysis indicates that, for a given level of total
body iron stores, the patients accumulate less iron in the bone marrow when compared with
controls (Fig 2). This fact is interesting given the significantly higher bone marrow R2 values
observed in comparison with the control group (Fig 1). Taken together with the Spleen R2/
Liver R2 ratio, which is also low, we could conclude that the organ that preferentially

Fig 5. Correlations between bonemarrow R2 and bonemarrow iron stores determined from bone
marrow aspirates (graded in a scale from 1 to 6). Two of the data points of grade 5 superimpose.

doi:10.1371/journal.pone.0139220.g005
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Fig 6. Axial slices of the longest echo time (TE = 18ms) for subjects from the four different groups
characterized. (A) Control, (B) SCD, (C) PNH and (D) NTDT.

doi:10.1371/journal.pone.0139220.g006
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accumulates iron in the PNH group is the liver. The Bone marrow R2/ Spleen R2 ratio is signif-
icantly lower than the controls and NTDT groups, but similar to the SCD patients. This result
could imply an imbalance in normal iron distribution that favors the spleen, in preference to
the bone marrow, as a result of hemolysis in our PNH cases.

SCD iron biodistribution
Patients with SCD are the only group in which increased iron accumulation is observed in all 4
organs (liver, bone marrow, spleen and kidneys) in comparison with controls. A wide range of
tissue R2 values for this group of patients, however, is observed. We have previously shown
that in SCD patients liver iron accumulation is related to transfusion rate while kidney iron
accumulation is related to severity of hemolysis [16]. Due to the large range of the tissue R2
data, we have analyzed the impact of the number of transfusions on the biodistribution of the
iron accumulation as observed by the tissue R2 ratios (Fig 2 and Table 2).

The mean Bone Marrow R2/Liver R2 ratio from SCD patients that received a low number
of transfusions was similar to the control group and significantly higher than the PNH patients.
Conversely, the mean Bone Marrow R2/Spleen R2 ratio from SCD patients that received a low
number of transfusions was significantly lower than the control and NTDT groups, but similar
to the PNH patients. Interpretation of the Spleen R2/Liver R2 ratio in the SCD patients is com-
plicated by the large spread in values, even when the patients are split into low and high trans-
fusion groups. However, in the low transfused SCD group the mean Spleen R2/Liver R2 ratio is
significantly higher than in the PNH and NTDT groups and double the control mean value
without reaching statistical significance.

Together, these high Spleen R2/Liver ratios, normal Bone Marrow R2/Liver R2 ratios, and
low Bone Marrow R2/Spleen R2 ratios suggest preferential iron loading of the spleen in the low
transfusion SCD group. However, when the number of transfusions increases, the SCD biodis-
tribution shifts towards the one observed for the PNH patients, suggesting a greater iron accu-
mulation in the liver i.e. a parenchymal loading. Brewer et al. speculated that spleen iron
loading may be related to the enhanced trapping of the rigid sickle cells in spleen vascular and
sinusoidal spaces, which would be consistent with predominant loading in the reticuloendothe-
lial cells in spleen [32].

It has been suggested that the significantly higher mean kidney R2 observed for the SCD
patients is explained by the ongoing intravascular hemolysis, releasing cell-free hemoglobin
into the circulation. The cell-free plasma hemoglobin may then bind to haptoglobin forming
complexes that are absorbed by the reticuloendothelial system [33]. Free heme may also be
complexed by hemopexin [34] and transported mainly to the liver. In situations of ongoing
chronic hemolysis (e.g. SCD), when the binding capacity of haptoglobin and hemopexin is sat-
urated, free heme and free hemoglobin are delivered to the kidney [34, 35]. Kidney iron accu-
mulation associated with hemolysis has also been observed in PNH patients using invasive
biopsy [36] and non-invasive qualitative MRI [37]. Unfortunately, not enough MR images
from the kidneys could be obtained from the scans of our PNH group of patients for their sub-
sequent analysis.

NTDT iron biodistribution
We have found a reduced iron accumulation in the spleen of the NTDT patients, similar to the
control group, as opposed to the other two diseases. The spleen is usually enlarged to varying
degrees in patients with β-thalassemia intermedia, but not iron-loaded [38]. Iron accumulation
in β-thalassemia intermedia occurs mainly from increased intestinal iron absorption triggered

Tissue Iron Distribution by MRI

PLOS ONE | DOI:10.1371/journal.pone.0139220 September 25, 2015 13 / 16



by the chronic anemia and ineffective erythropoiesis [39, 40], which we observed as increased
mean R2 in the liver and bone marrow.

The Spleen R2/Liver R2 ratio analysis, supports the low Spleen R2 values, indicating a
reduced iron accumulation in the spleen in comparison with the liver iron levels. Interestingly,
the Spleen R2/ Liver R2 ratios in NTDT are not significantly different from those in PNH.

The similar Bone Marrow R2/Spleen R2 ratio found for the NTDT and control groups (Fig
2C) may reflect an iron loading mainly from natural routes like gut absorption for the NTDT
group. When the iron loading is a consequence of hemolysis as in the low transfused SCD
patients, iron accumulates relatively more in macrophages in the spleen, leading to significantly
lower Bone Marrow R2/Spleen R2 ratio values for the these patients in comparison with the
NTDT and controls (Fig 2C).

Finally, it should be mentioned that although MRI can estimate total iron accumulation in
each organ, it cannot discriminate iron accumulation within different cells from a given organ.

Conclusions
We have used non-invasive MRI to quantify a surrogate biomarker of iron accumulation in
liver, spleen, bone marrow and kidneys simultaneously. Of special interest is the quantitative
analysis of bone marrow, which is not so frequently characterized by this technique.

Our study of liver and bone marrow R2 in SCD, PNH and NTDT patients has shown
increased R2 values for the three groups of patients in comparison with the controls. Only
spleen R2 values from SCD and PNH patients were significantly different from the controls.
The pattern of iron accumulation in the different tissues is strongly related to the source of iron
accumulation associated with each disease. The PNH group preferentially accumulates iron in
the liver secondary to blood transfusions. Preferential liver iron loading is also found in the
highly transfused SCD patients, while the low transfused ones present a preferential iron load-
ing of the spleen, consistent with macrophage scavenging. For NTDT patients, a reduced
spleen iron accumulation in comparison with the liver and bone marrow loading has been
found, related to the increased intestinal iron absorption.

Although moderate to good correlations have been found between the degree of iron load-
ing (as assessed by tissue R2) for the liver and bone marrow and serum ferritin, this does not
necessarily indicate that serum ferritin is an accurate predictor of tissue iron concentration.
Tissue R2 measurements are a more direct measurement of each tissue iron loading, being use-
ful to evaluate the pathways of iron flow between the different organs.

Author Contributions
Conceived and designed the experiments: LG TGSP SLT. Performed the experiments: LG AGK
IGGM. Analyzed the data: LG NV ED AGKMJH TGSP SLT. Wrote the paper: LG MJH TGSP
SLT.

References
1. Rother RP, Bell L, Hillmen P, Gladwin MT. The clinical sequelae of intravascular hemolysis and extra-

cellular plasma hemoglobin. JAMA, J AmMed Assoc. 2005; 293(13):1653–62.

2. Anderson GJ. Mechanisms of iron loading and toxicity. Am J Hematol. 2007; 82(S12):1128–31.

3. Ganz T, Nemeth E. Hepcidin and disorders of iron metabolism. Annu Rev Med. 2011; 62:347–60. doi:
10.1146/annurev-med-050109-142444 PMID: 20887198

4. Siegelman ES, Mitchell DG, Semelka RC. Abdominal iron deposition: metabolism, MR findings, and
clinical importance. Radiology. 1996; 199(1):13–22. PMID: 8633135

Tissue Iron Distribution by MRI

PLOS ONE | DOI:10.1371/journal.pone.0139220 September 25, 2015 14 / 16

http://dx.doi.org/10.1146/annurev-med-050109-142444
http://www.ncbi.nlm.nih.gov/pubmed/20887198
http://www.ncbi.nlm.nih.gov/pubmed/8633135


5. Oudit GY, Sun H, Trivieri MG, Koch SE, Dawood F, Ackerley C, et al. L-type Ca2+ channels provide a
major pathway for iron entry into cardiomyocytes in iron-overload cardiomyopathy. Nat Med. 2003; 9
(9):1187–94. PMID: 12937413

6. Wood JC, Tyszka JM, Carson S, Nelson MD, Coates TD. Myocardial iron loading in transfusion-depen-
dent thalassemia and sickle cell disease. Blood. 2004; 103(5):1934–6. PMID: 14630822

7. Hentze MW, Muckenthaler MU, Andrews NC. Balancing Acts: Molecular Control of Mammalian Iron
Metabolism. Cell. 2004; 117(3):285–97. PMID: 15109490

8. Olivieri NF, BrittenhamGM, McLaren CE, Templeton DM, Cameron RG, McClelland RA, et al. Long-
term safety and effectiveness of iron-chelation therapy with deferiprone for thalassemia major. N Engl J
Med. 1998; 339(7):417–23. PMID: 9700174

9. Mazza P, Giua R, De Marco S, Bonetti M, Amurri B, Masi C, et al. Iron overload in thalassemia: compar-
ative analysis of magnetic resonance imaging, serum ferritin and iron content of the liver. Haematolo-
gica. 1995; 80(5):398–404. PMID: 8566878

10. Origa R, Galanello R, Ganz T, Giagu N, Maccioni L, Faa G, et al. Liver iron concentrations and urinary
hepcidin in β-thalassemia. Haematologica. 2007; 92(5):583–8. PMID: 17488680

11. Taher A, El Rassi F, Isma’eel H, Koussa S, Inati A, Cappellini MD. Correlation of liver iron concentration
determined by R2 magnetic resonance imaging with serum ferritin in patients with thalassemia interme-
dia. Haematologica. 2008; 93(10):1584–6. doi: 10.3324/haematol.13098 PMID: 18728025

12. Kolnagou A, Economides C, Eracleous E, Kontoghiorghes GJ. Low serum ferritin levels are misleading
for detecting cardiac iron overload and increase the risk of cardiomyopathy in thalassemia patients.
The importance of cardiac iron overload monitoring using magnetic resonance imaging T2 and T2*.
Hemoglobin. 2006; 30(2):219–27. PMID: 16798647

13. Angelucci E, Baronciani D, Lucarelli G, Baldassarri M, Galimberti M, Giardini C, et al. Needle liver
biopsy in thalassaemia: analyses of diagnostic accuracy and safety in 1184 consecutive biopsies. Br J
Haematol. 1995; 89(4):757–61. PMID: 7772512

14. Piccinino F, Sagnelli E, Pasquale G, Giusti G, Battocchia A, Bernardi M, et al. Complications following
percutaneous liver biopsy: A multicentre retrospective study on 68 276 biopsies. J Hepatol. 1986; 2
(2):165–73. PMID: 3958472

15. St Pierre TG, Clark PR, Chua-anusorn W, Fleming AJ, Jeffrey GP, Olynyk JK, et al. Noninvasive mea-
surement and imaging of liver iron concentrations using proton magnetic resonance. Blood. 2005; 105
(2):855–61. PMID: 15256427

16. Vasavda N, Gutiérrez L, House MJ, Drašar E, St Pierre TG, Thein SL. Renal iron load in sickle cell dis-
ease is influenced by severity of haemolysis. Br J Haematol. 2012; 157(5):599–605. doi: 10.1111/j.
1365-2141.2012.09093.x PMID: 22409346

17. Anderson L, Holden S, Davis B, Prescott E, Charrier C, Bunce N, et al. Cardiovascular T2-star (T2*)
magnetic resonance for the early diagnosis of myocardial iron overload. Eur Heart J. 2001; 22
(23):2171–9. PMID: 11913479

18. Meloni A, Positano V, Pepe A, Rossi G, Dell'Amico M, Salvatori C, et al. Preferential patterns of myocar-
dial iron overload by multislice multiecho T*2 CMR in thalassemia major patients. Magn Reson Med.
2010; 64(1):211–9. doi: 10.1002/mrm.22410 PMID: 20572148

19. St Pierre TG, Clark PR, Chua-anusorn W, Fleming AJ, Jeffrey GP, Olynyk JK, et al. Non-invasive mea-
surement and imaging of liver iron concentrations using proton magnetic resonance. Blood. 2005; 105
(2):855–61. PMID: 15256427

20. St Pierre TG, Clark PR, Chua-anusorn W. Single spin-echo proton transverse relaxometry of iron-
loaded liver. NMR Biomed. 2004; 17(7):446–58. PMID: 15523601

21. Rath CE, Finch CA. Sternal marrow hemosiderin; a method for the determination of available iron
stores in man. J Lab Clin Med. 1948; 33(1):81–6. PMID: 18907892

22. Gale E, Torrance J, Bothwell T. The quantitative estimation of total iron stores in human bone marrow.
J Clin Invest. 1963; 42(7):1076–82.

23. Argyropoulou MI, Kiortsis DN, Astrakas L, Metafratzi Z, Chalissos N, Efremidis SC. Liver, bone marrow,
pancreas and pituitary gland iron overload in young and adult thalassemic patients: a T2 relaxometry
study. Eur Radiol. 2007; 17(12):3025–30. PMID: 17549485

24. Drakonaki EE, Maris TG, Papadakis A, Karantanas AH. Bone marrow changes in beta-thalassemia
major: quantitative MR imaging findings and correlation with iron stores. Eur Radiol. 2007; 17(8):2079–
87. PMID: 17180327

25. Kaneko K, Humbert J, Kogutt M, Robinson A. Iron deposition in cranial bone marrow with sickle cell dis-
ease: MR assessment using a fat suppression technique. Pediatr Radiol. 1993; 23(6):435–8. PMID:
8255645

Tissue Iron Distribution by MRI

PLOS ONE | DOI:10.1371/journal.pone.0139220 September 25, 2015 15 / 16

http://www.ncbi.nlm.nih.gov/pubmed/12937413
http://www.ncbi.nlm.nih.gov/pubmed/14630822
http://www.ncbi.nlm.nih.gov/pubmed/15109490
http://www.ncbi.nlm.nih.gov/pubmed/9700174
http://www.ncbi.nlm.nih.gov/pubmed/8566878
http://www.ncbi.nlm.nih.gov/pubmed/17488680
http://dx.doi.org/10.3324/haematol.13098
http://www.ncbi.nlm.nih.gov/pubmed/18728025
http://www.ncbi.nlm.nih.gov/pubmed/16798647
http://www.ncbi.nlm.nih.gov/pubmed/7772512
http://www.ncbi.nlm.nih.gov/pubmed/3958472
http://www.ncbi.nlm.nih.gov/pubmed/15256427
http://dx.doi.org/10.1111/j.1365-2141.2012.09093.x
http://dx.doi.org/10.1111/j.1365-2141.2012.09093.x
http://www.ncbi.nlm.nih.gov/pubmed/22409346
http://www.ncbi.nlm.nih.gov/pubmed/11913479
http://dx.doi.org/10.1002/mrm.22410
http://www.ncbi.nlm.nih.gov/pubmed/20572148
http://www.ncbi.nlm.nih.gov/pubmed/15256427
http://www.ncbi.nlm.nih.gov/pubmed/15523601
http://www.ncbi.nlm.nih.gov/pubmed/18907892
http://www.ncbi.nlm.nih.gov/pubmed/17549485
http://www.ncbi.nlm.nih.gov/pubmed/17180327
http://www.ncbi.nlm.nih.gov/pubmed/8255645


26. Levin T, Sheth S, Hurlet A, Comerci S, Ruzal-Shapiro C, Piomelli S, et al. MRmarrow signs of iron over-
load in transfusion-dependent patients with sickle cell disease. Pediatr Radiol. 1995; 25(8):614–8.
PMID: 8570314

27. Papakonstantinou O, Alexopoulou E, Economopoulos N, Benekos O, Kattamis A, Kostaridou S, et al.
Assessment of iron distribution between liver, spleen, pancreas, bone marrow, and myocardium by
means of R2 relaxometry with MRI in patients with β-thalassemia major. J Magn Reson Imaging. 2009;
29(4):853–9. doi: 10.1002/jmri.21707 PMID: 19306409

28. Hansbury EN, Schultz WH, Ware RE, Aygun B. Bone marrow transplant options and preferences in a
sickle cell anemia cohort on chronic transfusions. Pediatr Blood Cancer. 2012; 58(4):611–5. PMID:
22435112

29. Krishnamurti L, Bunn HF, Williams AM, Tolar J. Hematopoietic Cell Transplantation for Hemoglobinop-
athies. Curr Probl Pediatr Adolesc Health Care. 2008; 38(1):6–18. PMID: 18068866

30. Kontoyiannis DP, Chamilos G, Lewis RE, Giralt S, Cortes J, Raad II, et al. Increased bone marrow iron
stores is an independent risk factor for invasive aspergillosis in patients with high-risk hematologic
malignancies and recipients of allogeneic hematopoietic stem cell transplantation. Cancer. 2007; 110
(6):1303–6. PMID: 17614303

31. BrittenhamGM, Cohen AR, McLaren CE, Martin MB, Griffith PM, Nienhuis AW, et al. Hepatic iron
stores and plasma ferritin concentration in patients with sickle cell anemia and thalassemia major. Am J
Hematol. 1993; 42(1):81–5. PMID: 8416302

32. Brewer CJ, Coates TD, Wood JC. Spleen R2 and R2* in iron-overloaded patients with sickle cell dis-
ease and thalassemia major. J Magn Reson Imaging. 2009; 29(2):357–64. doi: 10.1002/jmri.21666
PMID: 19161188

33. Kristiansen M, Graversen JH, Jacobsen C, Sonne O, Hoffman HJ, Law SKA, et al. Identification of the
haemoglobin scavenger receptor. Nature. 2001; 409(6817):198–201. PMID: 11196644

34. Tolosano E, Hirsch E, Patrucco E, Camaschella C, Navone R, Silengo L, et al. Defective recovery and
severe renal damage after acute hemolysis in hemopexin-deficient mice. Blood. 1999; 94(11):3906–
14. PMID: 10572107

35. Fagoonee S, Gburek J, Hirsch E, Marro S, Moestrup SK, Laurberg JM, et al. Plasma Protein Haptoglo-
bin Modulates Renal Iron Loading. Am J Pathol. 2005; 166(4):973–83. PMID: 15793279

36. Hutt MP, Reger JF, Neustein HB. Renal pathology in paroxysmal nocturnal hemoglobinuria: An elec-
tron microscopic illustration of the formation and disposition of ferritin in the nephron. Am J Med. 1961;
31(5):736–47.

37. Roubidoux MA. MR of the kidneys, liver, and spleen in paroxysmal nocturnal hemoglobinuria. Abdom
Imaging. 1994; 19(2):168–73. PMID: 8199554

38. Rund D, Rachmilewitz E. β-Thalassemia. N Engl J Med. 2005; 353(11):1135–46. PMID: 16162884

39. Taher A, Isma'eel H, Cappellini MD. Thalassemia intermedia: Revisited. Blood Cells Mol Dis. 2006; 37
(1):12–20. PMID: 16737833

40. Taher AT, Musallam KM, Cappellini MD, Weatherall DJ. Optimal management of β thalassaemia inter-
media. Br J Haematol. 2011; 152(5):512–23. doi: 10.1111/j.1365-2141.2010.08486.x PMID: 21250971

Tissue Iron Distribution by MRI

PLOS ONE | DOI:10.1371/journal.pone.0139220 September 25, 2015 16 / 16

http://www.ncbi.nlm.nih.gov/pubmed/8570314
http://dx.doi.org/10.1002/jmri.21707
http://www.ncbi.nlm.nih.gov/pubmed/19306409
http://www.ncbi.nlm.nih.gov/pubmed/22435112
http://www.ncbi.nlm.nih.gov/pubmed/18068866
http://www.ncbi.nlm.nih.gov/pubmed/17614303
http://www.ncbi.nlm.nih.gov/pubmed/8416302
http://dx.doi.org/10.1002/jmri.21666
http://www.ncbi.nlm.nih.gov/pubmed/19161188
http://www.ncbi.nlm.nih.gov/pubmed/11196644
http://www.ncbi.nlm.nih.gov/pubmed/10572107
http://www.ncbi.nlm.nih.gov/pubmed/15793279
http://www.ncbi.nlm.nih.gov/pubmed/8199554
http://www.ncbi.nlm.nih.gov/pubmed/16162884
http://www.ncbi.nlm.nih.gov/pubmed/16737833
http://dx.doi.org/10.1111/j.1365-2141.2010.08486.x
http://www.ncbi.nlm.nih.gov/pubmed/21250971

