
of April 10, 2024.
This information is current as

Disease
-Acetylaspartate in Children with Sickle Cell

NAbnormally High Levels of Brain 

R. Grant Steen and Robert J. Ogg

http://www.ajnr.org/content/26/3/463
2005, 26 (3) 463-468AJNR Am J Neuroradiol 

http://www.ajnr.org/cgi/adclick/?ad=57533&adclick=true&url=https%3A%2F%2Flinkprotect.cudasvc.com%2Furl%3Fa%3Dhttps%253a%252f%252fwww.genericcontrastagents.com%252f%253futm_source%253dAmerican_Journal_Neuroradiology%2526utm_medium%253dPDF_Banner%2526utm_c
http://www.ajnr.org/content/26/3/463


Abnormally High Levels of Brain
N-Acetylaspartate in Children with Sickle Cell

Disease

R. Grant Steen and Robert J. Ogg

BACKGROUND AND PURPOSE: The most abundant metabolite visible by proton magnetic
resonance spectroscopy (MRS) in human brain is N-acetylaspartate (NAA), which is often used
as a marker of viable neurons. NAA is anecdotally reported to be elevated in children with sickle
cell disease (SCD), even though patients can have brain injury or atrophy. We measured NAA
levels rigorously in SCD patients to test the hypothesis that NAA is elevated in this patient
population.

METHODS: We evaluated 26 children with SCD and 25 age-similar healthy control subjects
using a double spin-echo MRS technique to interrogate a 16 cc volume of interest in the basal
ganglia. We acquired MRS spectra with an echo time (TE) of 30 ms to evaluate lipids, and with
TE � 144 to show abundant metabolites against a flat baseline. We characterized metabolite
relaxation properties and measured the water peak as an internal standard, to calculate the
absolute quantity of metabolites.

RESULTS: The ratio of NAA:Choline was significantly elevated in basal ganglia of patients at
both echo times (P <.016), and the absolute quantity of NAA was also elevated, with [NAA]
7–12% higher in patients than in control subjects. The measured increase in [NAA] cannot be
explained by metabolite relaxation properties or by differences in tissue water content.

CONCLUSION: Brain NAA is greater in children with SCD than in healthy control subjects
and appears not to be a reliable marker of viable neurons in SCD patients.

Proton MR spectroscopy (MRS) of the human brain
makes it possible to measure metabolically important
cellular components such as amino acids (including
N-acetylaspartate [NAA]), amines, sugars, and bioen-
ergetic metabolites in vivo (1). In healthy human
brain, the most abundant metabolite visible on MRS
is typically NAA, which is present almost exclusively
in the nervous system (2). NAA is hypothesized to be
a marker of the number of viable neurons (3). Con-
sistent with this hypothesis, levels of NAA in the brain
are reduced in a range of pathologic states, with
dramatic reductions in patients with tumor or stroke
(4, 5). A competing hypothesis proposes that NAA is
an osmolyte, since microdialysis has shown that
stepped changes in cellular hydration of brain sec-

tions can induce a redistribution of NAA from intra-
cellular compartments to extracellular compartments
(6). Thus, NAA is hypothesized to be a molecular
pump in which translocation creates an osmotic envi-
ronment that passively removes water from the intra-
cellular milieu of neurons (7).

Brain NAA levels are anecdotally reported to be
elevated in patients with sickle cell disease (SCD) (4).
Because robust evidence suggests that children with
SCD have brain injury (8, 9) and because no evidence
suggests that children with SCD have enhanced neu-
ronal proliferation, elevation of NAA values in SCD
seems to be inconsistent with its hypothesized role as
a marker of viable neurons. To better understand the
role of NAA in the brain, we measured its levels in
children with SCD, comparing patients with healthy
age-similar control subjects.

Methods

Patients
We examined 26 patients (average age � SD, 12.8 � 2.7

years; range, 8–17 years; 16 boys, 10 girls), excluding those with
clinical findings suggestive of a recent change in brain function
that would require thorough diagnostic examination. Of the 26
patients, three were receiving transfusion, and two were receiv-
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ing hydroxyurea treatment. The remaining 21 patients were not
receiving any treatment at the time of evaluation. No patients
were sedated for the examination. A total of 25 control subjects
(12.0 � 3.8 years; range, 8–22 years; 11 boys, 14 girls) were also
evaluated. Parents or guardians of all subjects provided written
informed consent after they received a brief description of the
protocol and after subjects assented to their participation. Two
additional patients with SCD were enrolled but retrospectively
excluded: Patient motion had degraded the quality of the spec-
tra for one patient, and the other patient had an oral spacer
that caused unacceptable magnetic field inhomogeneity.

MR Imaging
Patients and control subjects underwent an examination that

included MR imaging and MRS at 1.5T, with MR imaging used
to screen for brain injury and to characterize tissue type in the
MRS volume of interest (VOI). A T1-weighted gradient-echo
image set was acquired in the transverse plane with the follow-
ing parameters: TR/TE � 175/ 3.77, section thickness � 5 mm,
FOV � 21 cm, matrix � 256 � 256, sections � 19, distance
factor � 0.2, and time for one acquisition � 1 minute 42
seconds. A T2-weighted turbo spin-echo image set was ac-
quired in the same orientation by using the following pa-
rameters: TR/TE1/TE2 � 3500/16/109, section thickness � 5
mm, FOV � 21 cm, matrix � 256 � 256, sections � 19,
distance factor � 0.2, and time for one acquisition � 4
minutes 7 seconds. Screening MR imaging showed evidence
of disease-related brain injury in six patients and normal
findings in all control subjects. This screening was done
using previously established criteria (9) to identify patients
with lacunae, loss of white matter volume, encephalomala-
cia, or leukoencephalopathy.

An inversion-recovery sequence (10) was done at the same
section level and section orientation as those of the MRS voxel
to measure gray matter, white matter, and CSF volumes in the
spectroscopic volume. The inversion-recovery sequence has
been used to measure tissue T1 (10), but here it was segmented
according to established methods (10) to estimate the propor-
tion of gray matter in the spectroscopic VOI. Parameters were
as follows: TR/TE/TI � 2500/20/100, 500, 900, and 2389; sec-
tion thickness � 5 mm; FOV � 21 cm; and time four acquisi-
tions � approximately 4 minutes.

MR Spectroscopy
During MRS, a single, 16-mL VOI in the basal ganglia (Fig

1A) was examined by using a double spin-echo pulse sequence
(11) with water suppression (12). Several MRS sequences were
included: 1) a sequence with a TR/TE/NEX of 1500/30/128 to
show lipids and other metabolites with a short spin-spin relax-
ation (T2) time; 2) a long-echo sequence with a TR/TE/NEX of
1500/144/128 to show major metabolites against a flat baseline;
and 3) in some subjects (18 patients and 12 control subjects), a
sequence with a TR/TE/NEX of 5000/144/40 to show most
metabolites in the fully-relaxed state with minimal metabolite
saturation. This sequence was repeated again without water
suppression (NEX � 1) using the water signal intensity as an
internal concentration standard for metabolites (13).

Data Analysis
Resonance areas were integrated by using standard software

provided with the machine (Symphony; Siemens, Erlangen,
Germany). We modified the integration parameters to include
two lipid resonances that were visible in both patient (Fig 1B)

B

D

FIG 1. MR spectroscopic findings ob-
tained in a patient with SCD.

A, Axial image shows a 4 � 4 � 1-cm
VOI centered in the basal ganglia.

B, Short-echo spectrum acquired with a
TR/TE of 1500/30 shows NAA, lipid, and
other metabolites with a short spin-spin
relaxation time (T2).

C, Spectroscopic VOI was segmented
and classified by using a set of inversion
recovery images acquired at the same
section position to calculate the propor-
tion of gray matter in the VOI.

D, Proportion of gray matter in the VOI
was regressed against tissue NAA.
Amount of NAA in the VOI did not change
as a function of the gray matter volume in
either patients or control subjects.
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and control spectra. This approach also compensated for the
possibility of an artifactual elevation of NAA produced by a
broad metabolite peak underlying the upfield region of the
spectra.

Signal intensity processing included line broadening (Han-
ning filter, 700-ms width at half-height), zero-filling (to 2048
time points), fast Fourier transformation, baseline correction
(over the spectral range of 0–4.3 ppm with a sixth-order poly-
nomial), and phase correction (zero- and first-order). Reso-
nance areas proportional to metabolite concentration were
determined by fitting gaussian peaks to the spectral data. Use
of ratios for metabolite quantitation can compensate for dif-
ferences in coil loading or magnetic field homogeneity (5, 14).

Possible Experimental Artifacts
The spin-lattice relaxation time (T1) and the spin-spin re-

laxation time (T2) of metabolites can affect their visibility in
proton spectra. Tissue NAA levels could be artifactually ele-
vated if disease alters either the T1 (15) or the T2 (16) of NAA.
Therefore, we calculated the T1 and T2 of major metabolites in
the spectra of both patients and control subjects. Metabolite T1
was inferred by comparing metabolite resonance areas at TR �
1500 ms to the resonance areas of these metabolites at TR �
5000 ms (holding TE constant at 144 ms). We assumed that
NAA was fully relaxed at the long TR; therefore, the resonance
area decrement at TR � 1500 ms should correlate with the
degree of T1 saturation of the metabolite. Similarly, metabolite
T2 was estimated from the metabolite peak areas at TE � 30
and 144 ms (both at TR � 1500 ms) by assuming monoexpo-
nential relaxation of metabolites. We used the following equa-
tion: metabolite T2 � �TE/(�ln [�144/�30]), where �TE � 114
(the difference between TE � 144 and TE � 30 in millisec-
onds), and � is the peak area of a given metabolite at the TE
indicated by the subscript (17).

We then used the calculated T1 and T2 relaxation times,
along with the unsuppressed water signal intensity, to estimate
the absolute concentration of NAA, choline (Cho), and creat-
ine (Cr) (13, 18), assuming the T2 of water to be 78.5 ms (17).

If the proportion of gray matter or white matter in the brain
differed between patients and control subjects, a difference in
tissue type could potentially explain any excess of NAA in
patient spectra. To address this issue, we segmented and clas-
sified tissue in the VOI as gray matter, white matter, or a
partial volume admixture of these two tissues by using the
inversion-recovery images segmented according to established
methods (10). In this analysis, we ignored CSF because it was
no more than a small percentage of the volume of the VOI, and
CSF usually has a negligible content of NAA (5).

Another possibility to explain the apparent increase in NAA
levels in patients is that the absolute quantity of NAA in brain
is unchanged but the total tissue water content is reduced;
therefore, the tissue NAA concentration is increased. To assess
this possibility, we measured the unsuppressed water peak at
TE � 144 ms by fitting a gaussian line shape and evaluating the
peak area as an indication of water proton abundance.

Results

Metabolite Levels
Patients had a proportion of NAA in the basal

ganglia higher than that of healthy control subjects
(Table 1). Analysis of the short-echo spectrum (Fig
1B) showed a higher ratio of NAA to Cho in patients
than in control subjects (P � .012), and replicated
long-echo spectra confirmed this finding (P � .016).
Not surprisingly, the ratio of NAA/Cho differed
somewhat with the two TEs (Table 1), as the contri-
bution of macromolecules was likely increased at
short TE. Furthermore, each of the ratios reported
(Table 1) is an estimate of the population mean based
on a sample that included only 25 patients and 25
control subjects.

We noted substantial upfield resonances on the
short-echo spectra of patients (Fig 1B) and control
subjects (data not shown) that were absent from long-
echo spectra; these findings can be present on spectra
from pediatric patients with brain tumor (5). Because
the resonances were absent at long-echoes, they were
attributed to lipid rather than to lactate. Lipid reso-
nances did not differ between groups, but the central
gray matter of all subjects had lipid levels higher than
those reported in spectra from adults. Whether lipid
resonances are related to the subject’s age or to voxel
position is not known. However, if such resonances
were present but not fitted by the model, this could
potentially lead to an artifact in quantitation of the
NAA resonance.

The ratio of Cho to Cr was similar in patients and
control subjects, implying that the Cho concentration
was not reduced in patients. Comparable brain Cho
values between patients and control subjects would
confirm that the brain tissue of patients with SCD
have more NAA (8). If NAA is a neuronal marker,
patients would have been expected to have stable or
reduced NAA levels, as children with SCD often have
both brain injury and cognitive impairment (9).

Possible Experimental Artifacts
We tested whether the elevation of NAA in pa-

tients was artifactual by measuring metabolite relax-
ation properties. We found no differences in metab-
olite T1 or T2 that could explain the increased levels
of NAA in patients. Among patients, the NAA peak
was 66% � 4% relaxed at short TR, whereas in

TABLE 1: Ratios of metabolite peak areas

Ratio Patients Control Subjects Difference (%) Mann-Whitney U*

TR/TE � 1500/30
NAA/Cr 1.59 � 0.60 1.20 � 0.27 32.5 0.002
NAA/Cho 1.90 � 0.33 1.60 � 0.37 18.8 0.012
Cho/Cr 0.85 � 0.37 0.76 � 0.10 11.8 NS

Tr/TE � 1500/144
NAA/Cr 1.65 � 0.27 1.63 � 0.23 1.2 NS
NAA/Cho 1.62 � 0.24 1.50 � 0.17 8.0 0.016
Cho/Cr 1.04 � 0.20 1.09 � 0.15 �4.6 NS

* Ties included in the analysis.
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control subjects, the NAA peak was 65% � 5% re-
laxed (not significant). We also noted no difference in
the saturation of Cho or Cr and no systematic change
in the ratios measured. The calculated T1 of NAA in
patients was normal (1388 � 129 ms), and not signif-
icantly different from the T1 of NAA in control sub-
jects (1450 � 238 ms) (13). Similarly, the calculated
T2 of NAA in patients with SCD was normal (318 �
234 ms) and not significantly different from the T2 of
NAA in control subjects (284 � 139 ms) (13). Differ-
ences between patients and control subjects in the T2
of other metabolites were not significant. Therefore,
we could not explain the elevated NAA levels in
patients as a function of disease-related differences in
either metabolite T1 or T2.

We calculated the absolute concentration of me-
tabolites and found that the concentration of NAA
was 12% higher in patients (12.2 mmol/L) than in
control subjects (10.9 mmol/L), the concentration of
Cr was 4% lower in patients (7.8 mmol/L) than in
control subjects (8.1 mmol/L), and the concentration
of Cho was equivalent (1.6 mmol/L). All metabolite
concentrations were well within the range of reported
values for the human brain (13, 14, 18), suggesting
that the increase in NAA/Cho that we found repre-
sents an actual increase in concentration of NAA in
patients.

We segmented tissue in the VOI (Fig 1C) to de-
termine whether high NAA levels in patients might be
a function of differing tissue composition in the VOI.
In patients, amounts of gray matter in the VOI were
similar to those of control subjects (Table 2), but
patients also had more white matter (P � .001) and
less partial-volume of gray matter and white matter
(P � .01). When tissue NAA was regressed against
the proportion of gray matter in the VOI, we noted
no significant relationship between NAA and gray
matter in patients or in control subjects (Fig 1D), but
patients had 7% more NAA in the VOI.

Finally, we calculated the concentration of tissue
water in the VOI by using the unsuppressed water
peak and found no significant difference between
patients and control subjects. The water resonance
area in patients was 25,778 � 1680, which was not
significantly different from the water resonance area
in control subjects (25,382 � 1174). Therefore, we
detected no difference between patients and control
subjects in the degree of brain tissue hydration.

Discussion
We have shown that the ratio of NAA/Cho is sig-

nificantly elevated at long and short TEs in patients

with SCD (Table 1). In addition, the NAA/Cr ratio is
significantly elevated at a short TE. This apparent
elevation in NAA is unexplained by artifacts such as a
change in the T1 or T2 relaxation properties of NAA
or by an overall reduction of tissue water content.

Metabolite T1 and T2 relaxation were both deter-
mined by using two-point methods, which are subject
to inaccuracy, but the T1 and T2 values that we report
are consistent with the literature (15–18). In addition,
our metabolite concentrations are within the range of
reported values for the human brain (13, 14, 18),
suggesting that the increase in NAA/Cho that we
found represents an actual increase in concentration
of NAA in patients.

A limitation of our study was that all spectra were
analyzed by using software available at the console
(Siemens). This software specifically fits the following
resonances at short echoes: Cho, Cr, the NAA singlet
and doublet, the glutamate/glutamine singlets and the
doublet, and the inositol doublet. Any other major
contributions to the spectra could create artifacts in
spectral quantification. However, findings on visual
inspection of the spectra did not suggest that macro-
molecular contributions were an important source of
error in our subjects, even on short-echo spectra (Fig
1B), and we found no systematic differences between
patients and control subjects. Another problem with
the software is that incomplete outer-volume suppres-
sion can cause artifactual lipid contamination of the
spectra. However, the major source of unsuppressed
lipids is generally subcutaneous fat (5), and VOI place-
ment in this study avoided subcutaneous fat (Fig 1A).
Although we recognize that MRS studies have many
potential sources of inherent error, we believe our
data are as free of such problems as any other dataset.

Children with SCD are known to have brain injury
as a consequence of their disease (9). At a mean age
of only 10 years, the prevalence of infarction, isch-
emia, or atrophy in patients with SCD is estimated to
be 44%, while the prevalence of arterial vasculopathy
is estimated to be 55%. The prevalence of brain injury
in the patients evaluated in this study was roughly
consistent with the published prevalence of brain in-
jury (9), given that we specifically excluded patients
with clinical findings suggestive of recent brain injury.
The prevalence of brain injury is known to increase
with age (9), suggesting an ongoing disease process
associated with injury. In this context, it seems some-
what unlikely that children with SCD had neuronal
proliferation. Nevertheless, our study was limited in
that we are unable to exclude the possibility of neu-
ronal proliferation in patients of SCD.

TABLE 2: Segmented brain volumes in the VOI used for MRS

Brain volume in VOI

Mean � SD (%)

Mann-Whitney UPatients Control Subjects

White matter 22.9 � 9.2 15.6 � 4.7 0.0012
Partial volume 41.6 � 12.4 51.0 � 13.1 0.0106
White manner � partial volume 64.4 � 9.6 66.6 � 13.4 NS
Gray matter 35.6 � 9.6 33.4 � 13.4 NS
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Our findings call into question the role of NAA as
a marker of the number of viable neurons in brain
tissue. Many other observations may also be problem-
atic if NAA is to be interpreted as a marker of neu-
ronal viability. The key issue is that if NAA is a
neuronal marker, it should be present whenever neu-
rons are present, and it should be stable under con-
ditions in which neuronal number is stable. Yet, a
case report of a child with only mild developmental
disability described no NAA resonance at all in the
brain (1). The NAA peak is also known to transiently
decrease after acute brain injury (19), and NAA can
show stable increases after therapy for moyamoya
disease (20), amyotrophic lateral sclerosis (21), or
Wernicke encephalopathy (22). The finding that
NAA deficits can be reversed over a relatively short
period argues strongly that NAA is not a reliable
marker of neuronal loss. Furthermore, NAA levels
can be chronically elevated in disease states not asso-
ciated with neuronal proliferation, including Canavan
disease (23), Pelizaeus-Merzbacher disease (24), and
familial bipolar I disorder (25). In aggregate, these
results suggest that NAA is not a reliable marker of
viable neurons (19, 26).

Conclusion

Our findings suggest that NAA in brain spectra
does not reflect neuronal viability in children with
SCD. Instead, we hypothesize that changes in the
central gray matter in patients with SCD—including
the relative increase in NAA (Table 1), the relative
reduction in partial volume admixture of gray matter
and white matter (Table 2), and the known reduction
in gray matter T1 (27)—are interrelated. These ob-
servations suggest that gray matter is abnormal in
patients with SCD. Our results do not seem to be
consistent with the commonly accepted role of NAA
as a marker of neuronal number or neuronal viability
(3–5). Redistribution of NAA from the intracellular
space to the extracellular space has been proposed as
a way to maintain osmotic balance in tissue (6, 7).
Therefore, the hypothesis that NAA is an osmolyte
may be more consistent with our results. We note that
if NAA were primarily an osmolyte, NAA levels could
still indirectly reflect neuronal viability. Nevertheless,
we can be certain that NAA serves some purpose in
the brain other than as a useful marker of neuronal
viability. Further research is needed to evaluate the
possibility that changes in NAA indicate osmotic
stress in patients with SCD. This issue could be im-
portant in the management of SCD, as dehydration is
a known risk factor for stroke (4).
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