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Abstract
R2* relaxometry of the brain is a quantitative magnetic resonance technique which is influ-

enced by iron and myelin content across different brain regions. Multiple sclerosis (MS) is a

common inflammatory, demyelinating disease affecting both white and grey matter regions

of the CNS. Using R2*, increased iron deposition has been described in deep gray matter

of MS patients. Iron accumulation might promote oxidative stress in the brain, which can

lead to cell death and neurodegeneration. However, recent histological work indicates that

iron may be reduced within the normal appearing white matter (WM) in MS. In the present

study we analyzed the R2* signal across the white matter in 39 patients with MS, 31 asymp-

tomatic age matched siblings of patients and 30 age-matched controls. The measurement

of R2* in white matter is affected by the signal's dependency on white matter fibre orienta-

tion with respect to the main magnetic field which can be accounted using diffusion tensor

imaging. We observed a clear separation of the three study groups in R2*. The values in

the MS group were significantly lower compared to the siblings and controls, while the sib-

lings group presented with significantly higher R2* values than both unrelated healthy con-

trols and patients. Furthermore, we found significantly decreased normal-appearing white

matter R2* values in patients with more severe disease course. Angle resolved analysis of

R2* improves the sensitivity for detecting subtle differences in WM R2* compared to stan-

dard histogram based analyses. Our findings suggest that the decreased R2* values in MS

are due to diffuse tissue damage and decreased myelin in the normal appearing and
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diffusely abnormal WM. The increased R2* in unaffected siblings may identify a predisposi-

tion to increased iron and the potential for oxidative stress as a risk factor for developing

MS.

Introduction
Multiple sclerosis (MS) is a chronic inflammatory disease of the central nervous system, affect-
ing white and grey matter in the brain, spinal cord and optic nerves. While the cause of MS is
unknown, both genetic and environmental factors and interactions of these are thought to play
a role. Within families, the risk for biological relatives of patients with MS to develop the dis-
ease is associated with the degree of DNA sharing [1–3] with risks for half-siblings, full siblings,
dizygotic twins and monozygotic twins being 1.89%, 3.11%, 5.4%, and 25.4% [4, 5] compared
to 0.13% in the general population [6]. However, the roles of non-genetic gestational and neo-
natal factors due to a shared uterine and postnatal environment must also be considered, given
the higher MS risk of dizygotic twins versus full siblings [4].

Focal lesions in the white matter (WM) of the central nervous system (CNS) are the patho-
logical and radiological hallmark of MS. These lesions are characterized by a variable degree of
episodic inflammation, demyelination of axons, gliosis, and axonal injury [7]. New and active
focal WM lesions are commonly seen in patients having a relapsing-remitting disease course
(RRMS), while progressive stages of MS show more pronounced cortical demyelination and
diffuse injury of the normal appearing WM (NAWM) [8]. However, all stages of MS have evi-
dence of diffuse tissue damage beyond the typical focal lesions.

Recently, studies have proposed R2� relaxation as a sensitive measure of tissue damage in
focal MS lesions [9], and as a marker for iron accumulation in the deep gray matter [10–12].
Iron accumulation in the brain is believed to promote oxidative damage and thus is a topic
of interest with regard to many neurodegenerative diseases [13]. While iron deposition
within the deep gray matter of patients with MS has been extensively studied [11, 12], little
is known about iron dynamics within the WM. Recent histological and MRI studies suggest
that the iron content in the non-lesional WM in patients with MS might be reduced com-
pared to age-matched controls [13,14]. R2� histograms across the whole WM of patients
with MS are shifted towards lower R2� values compared to histograms of healthy controls
(HC) [9] due to the reduced R2� in regions of tissue damage. As well, the signal's depen-
dency on tissue orientation relative to the main magnetic field [15, 16], contributes to fur-
ther broadening of the histograms. Therefore, the averages calculated from the R2�

distribution across the whole WM without correction for orientation may affect the accu-
racy and precision of the values.

Here, we investigated R2� relaxation rates in the non-lesional WM of patients with MS,
their unaffected full siblings with no evidence of neurological damage and unrelated healthy
controls (HC), accounting for tissue orientation using diffusion tensor imaging (DTI). We
hypothesize that resolving the signal by its angle dependency (orientation) allows a more sensi-
tive estimate of WM changes between these different groups than comparing whole brain his-
tograms. We further believe that such an R2� analysis, encompassing the whole non-lesional
WM of the brain, is well-suited to uncover diffuse MRI changes possibly due to changes in
water, myelin or iron contents in the WM of both MS patients and their siblings, when com-
pared to unrelated HC. The unaffected siblings cohort allows us to assess potential tissue
abnormalities that could be associated with familial risk of MS.
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Methods

Standard protocol approval, registrations and patient consents
The Clinical Research Ethics Board of the University of British Columbia approved the study
protocol and all subjects gave written informed consent in accord with the Declaration of
Helsinki.

Subjects
Three groups of individuals were assessed (i) patients with a diagnosis of MS, (ii) full siblings
of patients with MS who do not themselves show any clinical signs or symptoms of MS and
(iii) healthy volunteers.

Data acquisition
All participants were scanned on a 3T system (Philips Achieva) using an 8-channel SENSE
head coil. Data for R2� mapping were collected using a three dimensional gradient-echo
sequence with five echoes (TR = 28 ms, TE1 = 5 ms, echo spacing = 5 ms, α = 17°, field of
view = 230 x 165 x 110 mm3, acquired voxel size = 0.9 x 1 x 1.6 mm3, reconstructed voxel
size = 0.8 x 0.8 x 0.8 mm3). DTI data were acquired using a spin echo planar sequence with
b0 = 0, b1 = 1000, 16 directions, TR/TE = 7465/75 ms, FOV = 212 x 212 mm2, 60 slices of 2.2
mm thickness, in-plane resolution = 2.2 x 2.2 mm2. Three-dimensional T1 and T2 weighted
scans were collected for image registration purposes and WM segmentation with the following
parameters: 3D T1-weighted sequence: voxel size = 1.0 x 1.0 x 1.6 mm3, reconstructed to 0.8 x
0.8 x 0.8 mm3, FOV = 256 x 256 x 160 mm3, TR/TE = 7.6/3.7 ms. 3D T2-weighted scan: voxel
size = 1.0 x 1.0 x 1.6 mm3, reconstructed to 0.8 x 0.8 x 0.8 mm3, FOV = 256 x 256 x 160 mm3,
TR/TE = 2500/363 ms.

Data processing and analysis
R2� maps were calculated from the multi gradient-echo scans by fitting a mono-exponential
function to the signal decay in each voxel. DTI data were processed using FSL [17]. Eddy cur-
rent and head motion correction of DTI data were performed via a linear, affine registration
(FLIRT) and non-brain voxels were removed using FSL's brain extraction tool (BET). Eigenval-
ues and their corresponding eigenvectors were calculated using FSL's DTIFIT. T1, T2 and
DTI data were linearly registered to the R2� maps using FLIRT. The combination T1T2 =
(T1—T2) / (T1 + T2) enhances contrast between WM, GM and subcortical structures [18],
and was used for tissue segmentation with FSL’s FAST [18]. The obtained WMmasks were
eroded using a 5-voxel kernel. Additional manual correction was performed to remove non-WM
voxels. Focal lesions were manually defined based on both the T1 weighted images and the T1T2
images to increase confidence in lesion identification. Analysis of R2� values was performed for
WM after the removal of focal lesions from theWMmask. Conventional histograms of R2� val-
ues within the non-lesional WMwere computed. Maps of the angle between the main magnetic
field and the principal diffusion direction of every voxel as a measure of local fibre orientation
were computed spanning angles between 0 and 90 degrees [15]. We pooled all voxels with orien-
tations within 5 degree intervals and used them to calculate the average R2� relaxation as a func-
tion of the fibre orientation (Fig 1). Furthermore, the behaviour of those curves was investigated
using the model presented in [19] which accounts for the orientation dependency of WM
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structures as well as magnetic susceptibility anisotropy inWM:

R�
2 ¼ c0 � c1:cosð2yÞ þ c2:cosð4yÞ Eq:1

According to Eq 1, R2� is governed by an orientation (θ) independent component c0 and
two additional terms representing fibre orientation dependent isotropic and anisotropic

Fig 1. Data processing workflow. Frommulti echo gradient echo data, an R2*map is computed. The angle between the largest eigenvector of the diffusion
tensor and B0 is computed in each voxel. The R2* values from each orientation interval are pooled together, averaged and then plotted against the
corresponding orientation. The four exemplary images below the R2* curve represent four angle intervals (10–15, 35–40, 60–65, and 85–90 degrees,
respectively) and show which voxels contribute to the R2* average. Their color corresponds to the color of the angle map.

doi:10.1371/journal.pone.0140956.g001
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contributions to the R2� signal. The isotropic component c1 cos(2θ) stems from the macro-
scopic cylindrical geometry of WM fibres while the anisotropic component c2 cos(4θ) arises
from the microscopic myelin structure. The coefficients c1 and c2 modulate the angular depen-
dency of both the isotropic and anisotropic component, respectively. Fitting was performed
using a least squares approach. Further, we compared the R2� angle-resolved behaviour with
clinical variables, such as the disease stage, e.g. RRMS, secondary/primary progressive (SPMS/
PPMS), as well as with their expanded disability status scale (EDSS) and estimated disease
duration (DD). To assess the influence of the disease progression on the observed R2� values,
we determined the progression index (PI = EDSS/DD) for each patient [20].

Statistical Analysis
Statistical analysis was performed using R (R Agricolae package [21]). For simultaneous com-
parison of the 3 groups (MS, siblings, HC), a Kruskal-Wallis test was performed. Further pair-
wise comparisons were carried out using a Kruskal-Wallis test with Holms adjustment for
multiple comparisons. We assessed the individual dependency of the coefficients c0, c1, and c2
on age, DD and EDSS using Spearman correlations. Furthermore, we investigated the influence
of age and sex on the observed R2� curves.

Results
For this study we recruited 39 patients with MS (32 RRMS, 3 PPMS, and 4 SPMS, Table 1).
Thirty-one full siblings of the patients with MS were scanned (2 monozygotic twins, 8 dizygotic
twin, 21 singleton siblings), as well as 30 unrelated HC.

Three siblings and three unrelated controls had WM abnormalities on T2-weighted scans
but were clinically asymptomatic. These 6 subjects were excluded from further analysis. 27 of
the remaining 28 siblings were siblings of MS patients in our cohort. Two of the siblings were
related to the same patient, one sibling was related to two MS patients.

The normalized R2� histograms of the non-lesional WM are shown in Fig 2A. The peak of
the R2� histogram of the MS group is shifted towards lower R2� values compared to the sibling
(p< 0.001) and HC (p< 0.05) groups, while the histograms obtained for siblings and unre-
lated controls overlap strongly (p> 0.05). The average and standard deviation of the WM R2�

histograms are 21.50 ± 1.07s-1 in MS patients, 23.15 ± 1.01 s-1 in the siblings and 22.54 ± 1.03
s-1 in unrelated HC, presented in the inset bar plot (Fig 2B).

All subjects showed a clear dependency of R2� on tissue orientation with respect to the
main magnetic field (Fig 3A). At all angles, the patients with MS had lower R2� values than sib-
lings and HC. Conversely, the sibling group, exhibited elevated R2� values compared to HC
and patients with MS.

Fitting the model (Eq 1) to the R2� angle-dependent data of each individual subject yielded
distributions of the three fitting coefficients c0, c1, and c2 (Table 2). The average for the orienta-
tion independent coefficient, c0, was highest in the sibling group, followed by the HC and the

Table 1. Demographics of subjects. *EDSS: Expanded disability status scale [22].

Patients Non-MS full Siblings Healthy Controls p-value

N (female/male) 39 (35/4) 31 (20/11) 30 (25/5) 0.03

Age (years) [32–69] 49.7±10.1 [30–67] 50.6±11.0 [30–67] 50.6±11.3 0.88

Age at disease onset (years) [17–56] 32.4±8.0 NA NA NA

Disease Duration (DD, years) [3–41] 17.2±9.3 NA NA NA

EDSS* [0–6.5] median 2.5 NA NA NA

doi:10.1371/journal.pone.0140956.t001
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MS group. Upon correction for multiple comparisons (three groups), differences in c0
remained significant between the MS group and both the healthy siblings and HC (p< 0.001),
but the difference between the sibling and HC group did not reach significance (p = 0.065).
Additionally, correlations of c0 with age showed a weak positive trend, which was significant
(p = 0.03) only in the siblings group. In contrast, neither the isotropic parameter c1 nor the
anisotropic fitting coefficient c2 showed significant differences between the groups or any cor-
relation with age. The fitting coefficients did not correlate with EDSS (p = 0.1913) or DD in the
MS group (p = 0.1361). Supplementary file S1 File contains the R2� curves for each subject as
well as subject specific information, including group (control, sibling, patient), age, sex, EDSS,
and disease duration.

Fitting of the average orientation dependent R2� values across all subjects in their respective
subject group resulted in three orientation dependent functions for R2� (solid lines in Fig 3B).
The coefficients of determination were R2 = 0.997 for the MS group, R2 = 0.997 for the siblings
and R2 = 0.998 for the unrelated control group. The R2�-orientation dependency in patients
did not change if lesion tissue was included in the analysis (dashed light green line in Fig 3B).
The fitted curves are predominantly separated by an offset defined by their respective R2�

value at θ = 0. The highest R2� values in each group were observed in fibres perpendicular to
the main magnetic field (B0), while the lowest R2� values were found in fibres parallel to B0.
The difference between fibres parallel and perpendicular (ΔR2�) was smallest in the MS group
(1.89 ± 0.66 s-1), followed by the HC (2.21 ± 0.53 s-1) and siblings (2.21 ± 0.66 s-1).

Fig 2. R2* values within the whole WM. (A) Normalized R2* histograms across the entire non-lesional WM in all three cohorts. The histograms for controls
and siblings have a large overlap, the MS group's histogram, on the other hand, is shifted towards lower R2* values. (B) The insert shows average R2*
values and standard deviations of the respective groups. The R2* average was significantly reduced in the MS cohort (p < 0.001), but no difference was
observed between controls and siblings.

doi:10.1371/journal.pone.0140956.g002
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Apart from the fitting coefficients, we can contrast the average R2� values of each angle
interval between the three groups. We observed significant differences when comparing the
MS population to the HC (p< 0.003) and the siblings group (p< 0.001). The differences were
also significant when only the RRMS group was compared to matched HC and siblings. Con-
trols versus siblings showed significant differences in R2� (p< 0.05) for most angle intervals;
with angles larger than 80 degrees presenting a trend towards significance (p< 0.058).

Fig 4 depicts the influence of sex on the orientation-dependent R2� curves in age matched
groups, showing that the difference between the MS, siblings and unrelated control groups
observed in Fig 2 is independent of the sex ratio in each group.

To investigate the possible relation of R2� reduction and the course of the disease, the MS
group was first subdivided according to the patients’ disease stage (e. g. RRMS vs progressive
MS (PMS), which is pooled secondary and primary progressive). These groups showed no sig-
nificant R2� differences (p> 0.05, results not shown).

For further analysis, we separated the patients group by their progression index (PI) scores
in groups of 100�PI< 20 and 100�PI> 20. In contrast to EDSS and DD, the PI showed no cor-
relation with age (Fig 5A). We found that patients with higher PI exhibited smaller R2� values,

Fig 3. R2* as a function of the fibre orientation. (A) R2* values in theWM as a function of fibre orientation relative to B0 for each subject in the three
cohorts. The shaded area in (A) and (B) indicates mean (black line) and standard error (gray area) of R2* values in MS lesions. The R2* values are the
averages of all voxels with fibre orientations within 5 degree intervals. (B) The mean R2* and standard errors for MS, siblings and controls are represented by
triangles, squares, and circles, respectively. Solid lines reflect the fit to the mean of each group according to Eq 1. Dark green shows the behaviour of R2* in
WM, excluding lesions, while light green depicts the R2* behaviour in all WM voxels.

doi:10.1371/journal.pone.0140956.g003

Table 2. Distribution of the fitting parameters for all groups: Significant differences were found for c0
between MS patients and siblings and MS patients and controls while only a trend to significance was
observed between siblings and controls.

c0 [range] (mean±std) [s-1] c1 [range] (mean±std) [s-1] c2 [range] (mean±std) [s-1]

Patients [18.25–23.04] 21.22±1.05 [0.36–1.75] 0.98±0.33 [-0.20–0.54] 0.14±0.15

Siblings [20.95–24.47] 22.81±0.95 [0.35–2.30] 1.14±0.29 [-0.16–0.36] 0.12±0.12

Controls [20.56–24.65] 22.22±0.97 [0.65–1.87] 1.14±0.28 [-0.30–0.54] 0.13±0.17

doi:10.1371/journal.pone.0140956.t002
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which was significant in the interval [45–90] degrees; p< 0.05 (Fig 5B). Therefore, an associa-
tion between PI and R2� is not confounded by age, which is known to be correlated with WM
iron values in HC.

Fig 4. R2* values of all cohorts divided by sex. The comparison of R2* values in only female (A) and only male (B) cohorts show the same pattern of
separation between the groups as observed in Fig 3B, suggesting that these differences are not driven by different numbers of males and females in the
three cohorts. All female and male cohorts are closely age matched.

doi:10.1371/journal.pone.0140956.g004

Fig 5. Progression index. Progression index for all participants of the MS cohort, calculated as EDSS/DD (DD = disease duration). (A) Low and high PI
values were separated based on a cut-off at 100*PI = 20. (B) Age-matched patients were divided in high 100*PI (>20) and low 100*PI (<20). Note that R2*
values in the low PI group are higher than in the high PI group, supporting the hypothesis of a decrease in R2* with disease progression.

doi:10.1371/journal.pone.0140956.g005
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Discussion

Angle resolved R2* analysis
Resolving the angle dependency of R2� resulted in a separation of patients with MS, siblings of
patients with MS, and unrelated HC. This improved resolution is achieved through the removal
of the angle dependent broadening encountered in R2� histograms. We further demonstrated
that R2� at angles closer to 90 degrees in patients may be similar to R2� values at lower angles
in the other two groups (Fig 3B). This effect contributes to the large overlap of the histograms
(Fig 2A) and hides subtle differences, mainly between siblings and HC. The theoretical model
fits the data in all three groups remarkably well. While iron is a strong modifier of R2�, it was
shown previously that it is not responsible for the orientation dependency in R2�. Experiments
where iron was extracted from the corpus callosum and basal ganglia reported an overall
decrease of R2�, however, the angle dependency was unaffected [19]. Therefore, alterations of
iron content will affect c0 rather than c1 or c2. Although there were no significant group differ-
ences for the fitting coefficients c1 and c2, which modulate the angle dependent cosine terms in
Eq 1, the difference in R2� between parallel and perpendicular fibres (ΔR2�) was smallest in the
MS patients [19]. This suggests that the changes of the NAWM in our MS group are in part
represented by c1. Axonal degeneration [23] and degradation of the myelin sheath accompa-
nied by the accumulation of myelin debris followed by its clearance and the formation of a glial
scar may explain the reduced ΔR2� in patients due to changes in the tissues architecture. This
interpretation is in agreement with the reduction in magnetization transfer ratio [24], as well
as reduced R2 and myelin water fraction in diffusely abnormal WM (DAWM) that correlated
well with reduced staining with Luxolfast Blue, a marker for myelin phospholipids [25]. Given
that a reduction in myelin in NAWM and DAWM happens early in MS [26, 27], the absent or
small differences in c1, c2 and ΔR2� are surprising. In lesions these three parameters vanish,
which is in agreement with the profound demyelination in this tissue. However, this observa-
tion has to be interpreted with some caution as axonal loss introduces noise in the orientation
measurement. To avoid a systematic bias towards tissue with higher FA, no FA threshold was
applied, which in turn may result in additional noise in the orientation measurement due to
kissing or crossing fibres.

Elevated R2* in siblings of MS patients
Siblings of people with MS have an increased lifetime risk to develop MS compared to the gen-
eral population [3]. However, our sibling group is on average 50 years and therefore beyond
the typical age of disease onset. Studies for singular genetic, epigenetic or transcriptomic mech-
anisms did not find conclusive differences between monozygotic twins discordant for MS,
while such differences were found in comparison with unrelated HC [28]. Those results are
strongly suggestive of genetic similarity and predisposition of siblings for developing MS. Such
a predisposition for MS may very well be reflected as non-lesional changes on MRI in the sib-
lings and may need additional environmental factors on such a shared genetic background.
One may speculate that the siblings' increase in R2� is due to an increased iron content in their
WM. It has been suggested that oxidative stress mediated by excess iron may play a role in the
etiology of MS [29, 30], however to our knowledge there are no studies that investigate the
presence of iron in early stages of MS in WM that further support this hypothesis of increased
WM iron being among MS-predisposing conditions of siblings. Increased iron concentrations
may be one of several components that ultimately contribute to MS but in the absence of addi-
tional components, iron by itself may not be sufficient to cause MS. Only a post mortem analy-
sis of sibling brains would allow for definite conclusions on brain iron content in this group.
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The similar ΔR2� between siblings and controls further supports that the orientation depen-
dent macroscopic and microscopic structural integrity is unaffected in the siblings and that an
orientation independent mechanism is responsible for the overall R2� increase in siblings.
Another modifier of R2� is blood oxygenation, which is influenced by cerebral blood flow and
oxygen extraction. The R2� decay around blood vessels depends on the degree of oxygenation
within these vessels [31]. One may speculate that the siblings group extracts more oxygen from
the arterial blood than the control group, leaving the venous blood less oxygenated, which
could result in an increase in c0. On the other hand, oxygen metabolism was found to be
reduced in patients with MS, which means that their venous vasculature would carry more oxy-
gen than that of controls, resulting in further reduction of R2� in patients [32].

A contributor to the increase of R2� observed in the siblings group could be the higher per-
centage of males in this group. Differences in body iron stores between males and females are
best documented in the form of higher hemoglobin iron levels seen in the males due to differ-
ent hematocrits. Additionally, males present higher serum ferritin levels indicative of body iron
stores [33]. Lower levels in females are mainly ascribed to the menstrual cycle. A study by
Jahanshad et al. suggests that blood iron, as substantiated by transferrin levels, may impact
WM fibre integrity, possibly due to elevated WM iron concentrations [34]. This study points
towards the possibility that body iron and brain iron stores are better correlated than formerly
thought [35]. Although we found non-significantly higher R2� values in all non-MS males
compared to all non-MS females, separate analysis by sex (Fig 4) still demonstrates differences
between all female groups. This suggests that although sex may augment the differences due to
the higher percentage of males in the siblings group, these sex differences do not solely explain
the observed R2� elevation of siblings versus HC. We attribute the lack of significance between
the male groups to the small number of male participants (see Table 1). The small number of
age- and sex-matched twins in this study does not allow to analyze whether the findings for the
sibling group were driven by the even stronger genetic predisposition for MS encountered in
twins. A study in a much larger group and with follow up data is needed to test the possible
predictive power of R2� increase for conversion to MS.

Previous MR sibling studies
Differences in neuroimaging outcomes between siblings of patients with MS and unrelated
controls were previously reported. Asymptomatic relatives of patients with MS had a higher
volume of WM signal abnormalities compared to non-related controls [36]. Three subjects
from each non-MS group in our study presented WM hyperintensities on T2 weighted images
and were excluded from the analysis. This number agrees with a previous siblings study [36]. A
study using magnetization transfer ratio in a large cohort, albeit at 1T, showed that focal brain
abnormalities occur in first-degree relatives of MS, that are indistinguishable from those of MS
[37]. Similarly, no significant difference in magnetization transfer was seen between 15 siblings
and 12 unrelated controls for all WM [38].

R2* reduction in MS patients and its relation to disability index
The overall reduction in R2� in the MS group, i.e. reduced c0, could be due to a reduction in
iron and/or myelin or due to an increase in water content. In a recent pathological study on a
control and MS brain samples, the non-lesional WM of MS brains presented a reduction in
non-heme iron within oligodendrocytes and myelin, which was correlated with disease dura-
tion [39]. Such a reduction in iron content could explain the observed decrease in R2� in the
MS group. On the other hand, the reduced R2� in non-lesional WM is also in agreement with
reduced myelin content in these areas in patients with MS [40]. The NAWM of patients with
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MS exhibits pathological changes, such as axonal damage, myelin density reduction, inflamma-
tion, microglial activation and loss of axons [8]. Each of these changes affects the transverse
relaxation rates R2 and R2�, because modifications of the imaging voxels composition result in
alterations of the spin-spin relaxation. For instance, the reduction of magnetization transfer in
NAWM preceding the appearance of lesions [24] and the reduction of myelin water fraction in
NAWM by 16% detected via a decrease in the short component of the T2 relaxation times [25]
are both indicative of tissue integrity loss beyond overt lesions.

Several histopathological studies showed that there is axonal damage in early disease stages
[23, 41], while DAWM was shown to be a particular feature of progressive MS [8], when the
formation of new active MS lesions has become rare. Good agreement between T1 and T2 val-
ues and DAWMwas also reported [42, 43]. The model (Eq 1) fails to fit lesional tissue (data
not shown), likely due to the low number of lesion voxels and due to the reduced directionality
arising from demyelination and axonal loss. Therefore, we only report the average R2� values
within all lesions, which is significantly smaller than R2� in WM and NAWM of all
participants.

The reduction of NAWM R2� values was significantly more pronounced in MS cases with a
higher progression index, indicating a relation of WM R2� reduction with disease severity. All
abovementioned reasons, i.e. iron or myelin loss or increase in water content could lead to a
reduction of R2�, or a combination of these factors might be responsible for this relation.

This study has some limitations. The MS cohort consists of 32 patients with RRMS, 4 with
SPMS, and 3 with PPMS. While a separate analysis of the RRMS patients led to essentially the
same result as in the entire cohort, the small number of progressive patients did not allow for
the detection of any differences between the disease subtypes. The use of a rapid low resolution
DTI scan may be seen as another limitation. However, due to the slow variation of R2� with
fibre orientation, this scan is sufficient for the measurement of WM orientation.

The differences between the three groups are governed by an offset, which is defined by the
model’s orientation independent term c0, rather than the isotropic and anisotropic terms c1
and c2, suggesting that non-orientation dependent mechanisms dominate the observed R2� dif-
ferences in normal WM, NAWM and DAWM.

Supporting Information
S1 File. R2� curves. This file containes the R2� as a function of angle for each subject as well as
all subject specific information, including group (control, sibling, patient), age, sex, EDSS and
disease duration.
(ZIP)

Acknowledgments
The authors sincerely thank all of the volunteers and their families, and the UBCMRI Research
Centre and its MRI technologists. The UBC MRI Research Centre thanks Philips Medical for
continuing support. We wish to thank CONACyT for the financial support of E Hernandez-
Torres.

Author Contributions
Conceived and designed the experiments: AR AT DKBL EHT SH. Performed the experiments:
EHT VW TRB. Analyzed the data: EHT VW TRB. Contributed reagents/materials/analysis
tools: EHT VW RTB YZ AR. Wrote the paper: EHT VW TRB SH YZ ADS LM DKBL AT AR.

Angle Resolved R2* in WM

PLOSONE | DOI:10.1371/journal.pone.0140956 October 21, 2015 11 / 14

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0140956.s001


References
1. Ebers GC, Sadovnick AD, Risch NJ. A genetic basis for familial aggregation in multiple sclerosis. Cana-

dian Collaborative Study Group. Nature. 1995; 377: 150–51. doi: 10.1038/377150a0

2. Dyment DA, Yee IML, Ebers GC, Sadovnick AD. Multiple sclerosis in stepsiblings: recurrence risk and
ascertainment. Journal of Neurology, Neurosurgery & Psychiatry. 2006; 77(2): 258–259. doi: 10.1136/
jnnp.2005.063008

3. Chao MJ, Barnardo MC, Lincoln MR, Ramagopalan SV, Herrera BM, Dyment DA, et al. HLA class I
alleles tag HLA-DRB1* 1501 haplotypes for differential risk in multiple sclerosis susceptibility. Proceed-
ings of the National Academy of Sciences. 2008; 105(35): 13069–13074. doi: 10.1073/pnas.
0801042105

4. Willer CJ, Dyment DA, Risch NJ, Sadovnick AD, Ebers GC. Twin concordance and sibling recurrence
rates in multiple sclerosis. Proceedings of the National Academy of Sciences. 2003; 100(22): 12877–
12882. doi: 10.1073/pnas.1932604100

5. Ebers GC, Sadovnick AD, Dyment DA, Yee IML, Willer CJ, Risch N. Parent-of-origin effect in multiple
sclerosis: observations in half-siblings. The Lancet. 2004; 363(9423): 1773–1774. doi: 10.1016/S0140-
6736(04)16304-6

6. World Health Organization. Atlas Multiple Sclerosis Resources in the World. World Health Organiza-
tion Press. 2008. Geneva, Switzerland.

7. Lassmann H. The pathologic substrate of magnetic resonance alterations in multiple sclerosis. Neuro-
imaging clinics of North America. 2008; 18(4): 563–576. doi: 10.1016/j.nic.2008.06.005

8. Kutzelnigg A, Lucchinetti CF, Stadelmann C, BrückW, Rauschka H, Bergmann M, et al. Cortical demy-
elination and diffuse white matter injury in multiple sclerosis. Brain. 2005; 128(11): 2705–2712. doi: 10.
1093/brain/awh641

9. Sati P, Cross AH, Luo J, Hildebolt CF, Yablonskiy D. A. In vivo quantitative evaluation of brain tissue
damage in multiple sclerosis using gradient echo plural contrast imaging technique. Neuroimage. 2010;
51(3): 1089–1097. doi: 10.1016/j.neuroimage.2010.03.045

10. Langkammer C, Krebs N, Goessler W, Scheurer E, Ebner F, Yen K, et al. Quantitative MR Imaging of
Brain Iron: A Postmortem Validation Study 1. Radiology. 2010; 257(2): 455–462. doi: 10.1148/radiol.
10100495

11. Walsh AJ, Lebel RM, Eissa A, Blevins G, Catz I, Lu JQ, et al. Multiple sclerosis: validation of MR imag-
ing for quantification and detection of iron. Radiology. 2013; 267(2): 531–542. doi: 10.1148/radiol.
12120863

12. Khalil M, Langkammer C, Pichler A, Pinter D, Gattringer T, Bachmaier G, et al. Dynamics of brain iron
levels in multiple sclerosis A longitudinal 3T MRI study. Neurology. 2015;10–1212. doi: 10.1212/WNL.
0000000000001679

13. Bartzokis G, Tishler TA, Lu PH, Villablanca P, Altshuler LL, Carter M, et al. Brain ferritin iron may influ-
ence age-and gender-related risks of neurodegeneration. Neurobiology of aging. 2007; 28(3): 414–
423. doi: 10.1016/j.neurobiolaging.2006.02.005

14. Paling D, Tozer D, Wheeler-Kingshott C, Kapoor R, Miller DH, Golay X. Reduced R20 in multiple sclero-
sis normal appearing white matter and lesions may reflect decreased myelin and iron content. Journal
of Neurology, Neurosurgery & Psychiatry. 2012; 83(8): 785–792. doi: 10.1136/jnnp-2012-302541

15. Denk C, Torres EH, MacKay A, Rauscher A. The influence of white matter fibre orientation on MR signal
phase and decay. NMR in Biomedicine. 2011; 24(3): 246–252. doi: 10.1002/nbm.1581

16. Lee J, van Gelderen P, Kuo LW, Merkle H, Silva AC, Duyn JH. T 2*-based fiber orientation mapping.
Neuroimage. 2011; 57(1): 225–234. doi: 10.1016/j.neuroimage.2011.04.026

17. Jenkinson M, Beckmann CF, Behrens TE, Woolrich MW, Smith SM. FSL. Neuroimage. 2012; 62(2):
782–790. doi: 10.1016/j.neuroimage.2011.09.015

18. Misaki M, Savitz J, Zotev V, Phillips R, Yuan H, Young KD, et al. Contrast enhancement by combining
T1‐and T2‐weighted structural brain MR Images. Magnetic Resonance in Medicine. 2014. doi: 10.
1002/mrm.25560

19. Oh SH, Kim YB, Cho ZH, Lee J. Origin of B 0 orientation dependent R 2* (= 1/T 2*) in white matter.
Neuroimage. 2013; 73: 71–79. doi: 10.1016/j.neuroimage.2013.01.051

20. Fazekas F, Strasser–Fuchs S, Kollegger H, Berger T, Kristoferitsch W, Schmidt H, et al. Apolipoprotein
E ε4 is associated with rapid progression of multiple sclerosis. Neurology. 2001; 57(5): 853–857. doi:
10.1212/WNL.57.5.853

21. DeMendiburu F. Agricolae: statistical procedures for agricultural research. R package version 1. 2014:
1–6.

Angle Resolved R2* in WM

PLOSONE | DOI:10.1371/journal.pone.0140956 October 21, 2015 12 / 14

http://dx.doi.org/10.1038/377150a0
http://dx.doi.org/10.1136/jnnp.2005.063008
http://dx.doi.org/10.1136/jnnp.2005.063008
http://dx.doi.org/10.1073/pnas.0801042105
http://dx.doi.org/10.1073/pnas.0801042105
http://dx.doi.org/10.1073/pnas.1932604100
http://dx.doi.org/10.1016/S0140-6736(04)16304-6
http://dx.doi.org/10.1016/S0140-6736(04)16304-6
http://dx.doi.org/10.1016/j.nic.2008.06.005
http://dx.doi.org/10.1093/brain/awh641
http://dx.doi.org/10.1093/brain/awh641
http://dx.doi.org/10.1016/j.neuroimage.2010.03.045
http://dx.doi.org/10.1148/radiol.10100495
http://dx.doi.org/10.1148/radiol.10100495
http://dx.doi.org/10.1148/radiol.12120863
http://dx.doi.org/10.1148/radiol.12120863
http://dx.doi.org/10.1212/WNL.0000000000001679
http://dx.doi.org/10.1212/WNL.0000000000001679
http://dx.doi.org/10.1016/j.neurobiolaging.2006.02.005
http://dx.doi.org/10.1136/jnnp-2012-302541
http://dx.doi.org/10.1002/nbm.1581
http://dx.doi.org/10.1016/j.neuroimage.2011.04.026
http://dx.doi.org/10.1016/j.neuroimage.2011.09.015
http://dx.doi.org/10.1002/mrm.25560
http://dx.doi.org/10.1002/mrm.25560
http://dx.doi.org/10.1016/j.neuroimage.2013.01.051
http://dx.doi.org/10.1212/WNL.57.5.853


22. Kurtzke JF. Rating neurologic impairment in multiple sclerosis an expanded disability status scale
(EDSS). Neurology. 1983; 33(11): 1444–1444. doi: 10.1212/WNL.33.11.1444

23. Bjartmar C, Kinkel RP, Kidd G, Rudick RA, Trapp BD. Axonal loss in normal-appearing white matter in
a patient with acute MS. Neurology. 2001; 57(7): 1248–1252. doi: 10.1212/WNL.57.7.1248 PMID:
11591844

24. Filippi M, Rocca MA, Martino G, Horsfield MA, Comi G. Magnetization transfer changes in the normal
appearing white matter precede the appearance of enhancing lesions in patients with multiple sclerosis.
Annals of neurology. 1998; 43(6): 809–814. doi: 10.1002/ana.410430616 PMID: 9629851

25. Laule C, Vavasour IM, Moore GRW, Oger J, Li DKB, Paty DW, MacKay AL. Water content and myelin
water fraction in multiple sclerosis. Journal of neurology. 2004; 251(3): 284–293. doi: 10.1007/s00415-
004-0306-6

26. Fernando KT, Tozer DJ, Miszkiel KA, Gordon RM, Swanton JK, Dalton CM, et al. Magnetization trans-
fer histograms in clinically isolated syndromes suggestive of multiple sclerosis. Brain. 2005; 128(12):
2911–2925.

27. Traboulsee A, Dehmeshki J, Brex PA, Dalton CM, Chard D, Barker, et al. Normal-appearing brain tis-
sue MTR histograms in clinically isolated syndromes suggestive of MS. Neurology. 2002; 59(1): 126–8.

28. Baranzini SE, Mudge J, van Velkinburgh JC, Khankhanian P, Khrebtukova I, Miller NA, et al. Genome,
epigenome and RNA sequences of monozygotic twins discordant for multiple sclerosis. Nature. 2010;
464(7293): 1351–1356. doi: 10.1038/nature08990

29. Stephenson E, Nathoo N, Mahjoub Y, Dunn JF, Yong VW. Iron in multiple sclerosis: roles in neurode-
generation and repair. Nature Reviews Neurology. 2014; 10(8): 459–468. doi: 10.1038/nrneurol.2014.
118

30. Williams R, Buchheit CL, Berman NE, LeVine SM. Pathogenic implications of iron accumulation in mul-
tiple sclerosis. Journal of neurochemistry. 2012; 120(1): 7–25. doi: 10.1111/j.1471-4159.2011.07536.x

31. Sedlacik J, Rauscher A, Reichenbach JR. Obtaining blood oxygenation levels fromMR signal behavior
in the presence of single venous vessels. Magn Reson Med. 2007; 58(5): 1035–44

32. Ge Y, Zhang Z, Lu H, Tang L, Jaggi H, Herbert J, et al. Characterizing brain oxygen metabolism in
patients with multiple sclerosis with T2-relaxation-under-spin-tagging MRI. J Cereb Blood FlowMetab.
2012; 32(3): 403–12. doi: 10.1038/jcbfm.2011.191 Epub 2012 Jan 18.

33. Longo DL, Kasper DL, Jameson JL, Fauci AS, Hauser SL, Loscalzo J. Harrison’s Principles of Internal
Medicine. 18th ed. McGraw-Hill, New York. 2005.

34. Jahanshad N, KohannimO, Hibar DP, Stein JL, McMahon KL, de Zubicaray, et al. Brain structure in
healthy adults is related to serum transferrin and the H63D polymorphism in the HFE gene. Proceed-
ings of the National Academy of Sciences. 2012; 109(14): E851–E859. doi: 10.1073/pnas.1105543109

35. Hallgren B., and Sourander P. The effect of age on the non‐haemin iron in the human brain. Journal of
neurochemistry. 1958; 3(1): 41–51. doi: 10.1111/j.1471-4159.1958.tb12607.x

36. Gabelic T, Ramasamy DP, Weinstock-Guttman B, Hagemeier J, Kennedy C, Melia R, et al. Prevalence
of radiologically isolated syndrome and white matter signal abnormalities in healthy relatives of patients
with multiple sclerosis. American Journal of Neuroradiology. 2014; 35(1): 106–112. doi: 10.3174/ajnr.
A3653

37. De Stefano N, Cocco E, Lai M, Battaglini M, Spissu A, Marchi P, et al. Imaging brain damage in first‐
degree relatives of sporadic and familial multiple sclerosis. Annals of neurology. 2006; 59(4): 634–639.
doi: 10.1002/ana.20767

38. Filippi M, Campi A, Martino G, Colombo B, Comi G. A magnetization transfer study of white matter in
siblings of multiple sclerosis patients. Journal of the neurological sciences. 1997: 147(2): 151–153. doi:
10.1016/S0022-510X(96)05322-1

39. Hametner S, Wimmer I, Haider L, Pfeifenbring S, BrückW, Lassmann H. Iron and neurodegeneration
in the multiple sclerosis brain. Annals of neurology. 2013; 74(6): 848–861. doi: 10.1002/ana.23974

40. Whittall KP, MacKay AL, Li DK, Vavasour IM, Jones CK, Paty DW. Normal‐appearing white matter in
multiple sclerosis has heterogeneous, diffusely prolonged T2. Magnetic resonance in medicine. 2002;
47(2): 403–408. doi: 10.1002/mrm.10076

41. Kuhlmann T, Lingfeld G, Bitsch A, Schuchardt J, Brück W. Acute axonal damage in multiple sclerosis is
most extensive in early disease stages and decreases over time. Brain. 2002; 125(10): 2202–2212.
http://dx.doi.org/10.1093/brain/awf235

42. Schmierer K, Wheeler‐Kingshott CA, Tozer DJ, Boulby PA, Parkes HG, Yousry TA, et al. Quantitative
magnetic resonance of postmortem multiple sclerosis brain before and after fixation. Magnetic reso-
nance in medicine. 2008; 59(2): 268–277. doi: 10.1002/mrm.21487

Angle Resolved R2* in WM

PLOSONE | DOI:10.1371/journal.pone.0140956 October 21, 2015 13 / 14

http://dx.doi.org/10.1212/WNL.33.11.1444
http://dx.doi.org/10.1212/WNL.57.7.1248
http://www.ncbi.nlm.nih.gov/pubmed/11591844
http://dx.doi.org/10.1002/ana.410430616
http://www.ncbi.nlm.nih.gov/pubmed/9629851
http://dx.doi.org/10.1007/s00415-004-0306-6
http://dx.doi.org/10.1007/s00415-004-0306-6
http://dx.doi.org/10.1038/nature08990
http://dx.doi.org/10.1038/nrneurol.2014.118
http://dx.doi.org/10.1038/nrneurol.2014.118
http://dx.doi.org/10.1111/j.1471-4159.2011.07536.x
http://dx.doi.org/10.1038/jcbfm.2011.191
http://dx.doi.org/10.1073/pnas.1105543109
http://dx.doi.org/10.1111/j.1471-4159.1958.tb12607.x
http://dx.doi.org/10.3174/ajnr.A3653
http://dx.doi.org/10.3174/ajnr.A3653
http://dx.doi.org/10.1002/ana.20767
http://dx.doi.org/10.1016/S0022-510X(96)05322-1
http://dx.doi.org/10.1002/ana.23974
http://dx.doi.org/10.1002/mrm.10076
http://dx.doi.org/10.1093/brain/awf235
http://dx.doi.org/10.1002/mrm.21487


43. Seewann A, Vrenken H, van der Valk P, Blezer EL, Knol DL, Castelijns JA, et al. Diffusely abnormal
white matter in chronic multiple sclerosis: imaging and histopathologic analysis. Archives of neurology.
2009; 66(5): 601–609. doi: 10.1001/archneurol.2009.57

Angle Resolved R2* in WM

PLOSONE | DOI:10.1371/journal.pone.0140956 October 21, 2015 14 / 14

http://dx.doi.org/10.1001/archneurol.2009.57

