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Ornithine transcarbamylase deficiency (OTCD) is the most common form of urea cycle

disorder characterized by the presence of hyperammonemia (HA). In patients with OTCD,

HA is known to cause impairments in domains of executive function and working

memory. Monitoring OTCD progression and investigating neurocognitive biomarkers can,

therefore, become critical in understanding the underlying brain function in a population

with OTCD. We used functional near infrared spectroscopy (fNIRS) to examine the

hemodynamics of prefrontal cortex (PFC) in a fraternal twin with andwithout OTCD. fNIRS

is a non-invasive and wearable optical technology that can be used to assess cortical

hemodynamics in a realistic clinical setting. We quantified the hemodynamic variations

in total-hemoglobin as assessed by fNIRS while subjects performed the N-back working

memory (WM) task. Our preliminary results showed that the sibling with OTCD had

higher variation in a very low frequency band (<0.03Hz, related to mechanism of

cerebral autoregulation) compared to the control sibling. The difference between these

variations was not as prominent in the higher frequency band, indicating the possible

role of impaired autoregulation and cognitive function due to presence of HA. We further

examined the functional connectivity in PFC, where the OTCD sibling showed lower

interhemispheric functional connectivity as the task load increased. Our pilot results are

the first to show the utility of fNIRS in monitoring OTCD cortical hemodynamics, indicating

the possibility of inefficient neurocognitive function. This study provides a novel insight

into the monitoring of OTCD focusing on the contribution of physiological process and

neurocognitive function in this population.

Keywords: Ornithine transcarbamylase deficiency, functional near infrared spectroscopy, urea cycle disorders,

cerebral autoregulation, fNIRS, functional connectivity, wavelet coherence

INTRODUCTION

The urea cycle disorders are a group of rare genetic disorders caused by a deficiency of the enzymes
or transport proteins that remove ammonia from the body. Ornithine transcarbamylase deficiency
(OTCD) is an X-linked inborn error of metabolism and the most common of the urea cycle
disorders (1). Deficient protein metabolism in OTCD results in hyperammonemia (HA) that, in
turn, disrupts the neurocognitive function in domains of working memory and executive function
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in several brain regions, including prefrontal cortex (PFC) (2–
4). Investigation of neurocognitive function in working memory
domain can become critical to understand the underlying effects
of hyperammonemia in patients with OTCD.

In this study, we use functional near infrared spectroscopy
(fNIRS) as a non-invasive optical methodology to investigate
the neurocognitive function based on hemodynamics of the
cortical region. fNIRS uses the light in the near infrared region to
measure the changes in oxy-hemoglobin and deoxy-hemoglobin
as two biomarkers of brain function (5–7). Given that using
functional magnetic resonance imaging (fMRI) in examining the
neurocognitive function can be difficult in a pediatric group,
especially those with cognitive disorders, using wearable, and
non-invasive optical technology allows the assessment of useful
hemodynamic biomarkers in a realistic and clinical setting
without restricting the participants’ motion.

Underlying physiological mechanisms can result in
hemodynamic oscillations at different frequency ranges (8, 9).
Cerebral autoregulation (CA) is the critical cerebrovascular
mechanism to ensure stable and regulated cerebral
hemodynamics in the brain. CA maintains the cerebral
blood flow by means of vasomotion and has been shown to be
related to brain function in typical development (10–13) as well
as those with developmental delays and poor neurocognitive
outcomes (14–16). Abnormalities in cerebral autoregulation
have been reported in several conditions, such as dementia, mild
traumatic brain injury, and stroke. Due to hyperammonemia
in OTCD and its potential effects on cerebrovascular function
(17, 18), exploring the frequency range of CA can be useful to
understand the neurocognitive function and development in this
population. It has been shown that hemodynamic oscillations
in very low frequency range, such as 0.03Hz, can be related
to the physiological range of cerebrovascular mechanism and
autoregulation (19, 20).

Investigating brain functional connectivity (FC) can further
provide a possible biomarker of brain development (21). FC
defines the functional relationship between distinct brain regions
and can be analyzed in terms of correlation between the
temporal changes in hemodynamic response. The concept
of FC has been used in studying developmental disorders
such as autism spectrum disorder (ASD) and attention deficit
hyperactivity disorder (ADHD) (22, 23) as well as other clinical
manifestation, such as acute ischemic stroke (24). Reduced
functional connectivity during the resting state in medical PFC
and other regions, such as the amygdala, in subjects with autism
has also been shown (25). In mild traumatic brain injury, FC
has been shown as a useful tool to provide objective biomarkers
of cognitive impairments (26). Decreased interhemispheric
functional connectivity in PFC has also been found in several
other disorders, such as stroke, affective disorder, and gaming
disorder (27–29).

To explore FC and cortical hemodynamics related to cerebral
autoregulation, we use fNIRS as a non-invasive and wearable
modality (13, 30). fNIRS allows assessment of changes in
oxy-hemoglobin (HbO) and deoxy-hemoglobin (Hb) as the
light in the near infrared region (700–900 nm) penetrates
through cortical regions. The capability of fNIRS assessing

cortical hemodynamics and FC makes it a promising tool for
potential monitoring and detection of possible early differences
in neurodevelopmental and neurocognitive disorders.

In this study, we examine the hemodynamic features as well as
the functional connectivity in prefrontal cortex in a set of twins,
one with and one without OTCD. Since OTCD is considered
a rare disease (1 in 80,000) and, therefore, twin studies in this
population are extremely rare, this case study would provide the
opportunity to examine the confounding cognitive biomarkers
while reducing the factors that could affect the cognitive function,
such as variations in age and environment.

Given that hyperammonemia in OTCD can affect the
hemodynamics and underlying neurocognitive function (31,
32), we hypothesize that such effects can be manifested in
the hemodynamic signal and its features as measure by
fNIRS. We hypothesize that we will observe differences in
hemodynamic oscillations and functional connectivity in PFC
during performance of working memory task due to effect of
hyperammonemia on global cognitive function in the sibling
with OTCD. We further examine hemodynamic oscillations at
different frequency bands related to mechanism such as cerebral
autoregulation to further investigate the role of such features
in OTCD.

MATERIALS AND METHODS

Participants
Participants in this study were two 11-year-old fraternal twins,
a male and a female. The female sibling was diagnosed as
a symptomatic OTCD carrier at young age, and the male
sibling participated as control and did not have any OTCD-
related symptoms or carry a gene mutation. The study is
reviewed and approved by The Children’s National Medical
Center Institutional Review Board. Written informed consent
to participate in this study was provided by the participants’
legal guardian.

The twins were born after an uncomplicated pregnancy and
delivery at 32 weeks due to premature rupture of the membrane
in the male twin sack. They were born by caesarian section
and did not require oxygen or ventilation in the delivery room.
They were discharged at term equivalent age with no medical
complications. The birth weight was 2041.17 g for the female
and 2579.81 g for the male. The female experienced coma at
3 days of age, which retrospectively was noted to be due to
possible protein intolerance. No workup was performed until she
was diagnosed at 6 months of age due to continuous vomiting,
spiting, fussiness, and delayed growth at the time of diagnosis,
which previously had been attributed to viral infection. However,
by the age of 4 years, she was caught up on the growth chart. The
twins were in a NICU follow-up clinic for the first year of life
with no concerns.

Her highest ammonia recorded was 420 in 2011 although
she had >20 hospitalizations from 2008–2016 many with
hyperammonemia (<400) associated with intercurrent
infections. The liver function, AST and ALT were at 2,000
U/L. She was protein restricted since diagnosis on 10 g/day.
Currently she is managed with glycerol phenylbutyrate (Ravicti)
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TABLE 1 | Participants’ medical history.

Age

(years)

Gender Handedness Time of

diagnosis (mo.)

Hospitalization Highest plasma

ammonia level

Estimated first

walk (mo.)

Birth

weight (g)

Weight at 6

months (g)

OTCD sibling 11 Female Right 6 >20 420 13–14 2041.17 4535.9

Control sibling 11 Male Right - - - 8 2579.81 6803.89

FIGURE 1 | Illustration of the N-back working memory task. In the 0-back condition, the target letter is “X” (indicated with underline). In the 1- and 2-back conditions,

the target letter is the same as the letter from 1- or 2-steps before in a given sequence, respectively. Each condition was repeated eight times with the rest period in

between conditions.

since 2011 as well as a protein restricted diet (15 g/day) citrulline
and prophree formula and essential amino acids.

There is no history of hemodialysis, seizures, head trauma,
or other neurological concerns. There was no MRI finding as
it was not a standard procedure in evaluation of UCD patients.
Developmental milestones, such as walking, were delayed and
started at ∼13–14 months old compared to the male sibling
∼8 months. Both children are right-handed. Neither have had
formal IQ testing. Neither subjects had educational difficulties
and are performing well at the appropriate grade level at school.
There were no clinical or developmental concerns for the male
sibling. The twins’ medical history and hospitalization are shown
in Table 1.

Familial mutation testing revealed heterozygous missense
mutation c.482A>G (p.N161S) in the affected female twin.
The mother, who remains asymptomatic, does not have any
protein-restriction diet or intolerance or any documented
hyperammonemia. She did not have excessive nausea or vomiting
during the pregnancy. Ammonia level in the mother was not
obtained since there was no symptoms reported. The maternal
grandmother was tested and does not harbor the mutation.

Task
The N-back working memory (WM) task was used to induce
activation in prefrontal cortex (PFC). This task is based on the
continuous variable design, where the level of task difficulty
increases from easy to hard (0-back to 2-back). This design allows
us to examine the brain activation and behavioral response at
different levels of cognitive demands. Participants performed
three level of the WM task: 0-, 1-, and 2-back. In all conditions,
a sequence of letters (stimuli) appears in the center of a screen
for 800ms with a 1,200-ms interstimulus interval. In the 0-back
condition, subjects were instructed to press a handheld keyboard
whenever they observed the letter “X.” For the 1- and 2-back
conditions, subjects clicked whenever the target letter was same
as the 1 and 2 steps before, respectively. Each condition was
repeated eight times (total of 24 blocks) with a duration of 20 s
and with a rest period of 10 s between each condition. The details
of task design are illustrated in Figure 1. The N-back test was

FIGURE 2 | Position of fNIRS sensor on the forehead. Each channel

represents the source-detector pair measuring the changes in oxy-hemoglobin

and deoxy-hemoglobin from prefrontal cortex regions.

designed using E-Prime software and was displayed on a 15-
inch monitor. Subjects were asked to press the designated button
when they observed the target letters. Behavioral measures, such
as reaction time and accuracy, were collected through the E-
Prime software.

Data Acquisition and Analysis
Before starting the task, subjects were asked to sit comfortably
and at the distance of ∼2 feet from the monitor. An fNIRS
sensor consisting of four sources and 10 detectors with a total
of 16 source–detector pairs (channels) was positioned on the
subjects’ forehead (fNIRS Devices, LLC) with the middle of
sensor matching on the fPz location based on the 10–20 system.
Detectors to the left and the right were located on the AF7 and
AF8 locations, respectively, while sources from left and right
were covering the regions of F5, AF3, AF4, and F6, respectively
(Figure 2). The raw intensity data were recorded using Cobi
Studio software (33). Changes in Hb and HbO were calculated
using the modified Beer-Lambert law with values of differential
path length factor calculated based on the subjects’ age (34).
The 10-s rest period prior to the start of the task was used as
a baseline to calculate the changes in HbO and Hb signals. In
a continuous wave system, we obtain the changes in oxy- and
deoxy-hemoglobin signal with respect to the baseline prior to
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TABLE 2 | N-Back task performance and reaction time in OTCD and control siblings.

Age

(years)

Gender % correct

response 0-back

% correct

response 1-back

% correct

response 2-Back

Reaction time

(ms) 0-back

Reaction time

(ms) 1-back

Reaction time

(ms) 2-back

OTCD sibling 11 Female 91.67 40.91 37.50 707.50 1120.78 1079.44

Control sibling 11 Male 95.83 81.82 58.33 560.65 630.56 527.64

the start of the task for each participant. Therefore, constant
effects in each participant, such that those by skin and scalp, are
reduced, and task-related effects on skin blood flow have been
shown to be negligible (35). We further use a source–detector
separation of 2.5 cm that allows for differentiation of signals
coming from the cerebrum vs. skin. Subjects were instructed
to relax during this rest period as much as possible. Median
filtering was applied to the HbO and Hb signals to remove sharp
spikes in the data (6). The blocks from each condition were
appended temporally. Channels 4, 6, 8, 10, 12, and 14, which
covered the bilateral prefrontal region, were included in analysis
(Figure 2). To account for changes in both oxy-hemoglobin
(HbO) and deoxy-hemoglobin (Hb), the total hemoglobin (HbT,
HbT = HbO + Hb) was used. From here, the data was filtered
in several frequency bands using a bandpass Butterworth filter:
very low frequency band 1 (VLF1: 0.001–0.03Hz), very low
frequency band 2 (VLF2: 0.001–0.1), and low frequency (LF:
0.07–0.1). The bandpass filter further removed the effect of heart-
rate and respiration frequencies. Task length was ∼16min long,
allowing capturing hemodynamic activity at the low frequency.
We applied the concept of complex signal analysis using Hilbert
transform to calculate instantaneous amplitude of the HbT signal
(13, 36). We then examined hemodynamic variation (HV), as a
hemodynamic feature by calculating the coefficient of variation
of the signal that results in unitless index such that HV =

σ

(

instsignal
)

µ(instsignal)
, where σ and µ represent standard deviation and

mean of the given signal. HV characterizes the instantaneous
oscillations in total hemoglobin in a frequency band of
choice. The utility of using this coefficient has been shown
previously (13, 15, 16).

For the functional connectivity analysis, wavelet coherence
analysis as a measure of correlation between two signals was
used to find the strength of the correlation between time
series HbT data between channels. Wavelet coherence analysis
provides the correlation between two signals in both time and
frequency domains and has been described previously (37, 38).
The coherence values were calculated using the Matlab Wavelet
Toolbox between each perspective channel and were averaged
over the given temporal window.

The values of phase coherence coefficient are between 0 and
1. When the two signals are not correlated, the phase coherence
coefficient approaches 0. The higher correlation values would
indicate the stronger temporal correlation between the given
two channels with values of 1 indicating the highest correlation.
The correlation matrix based on these coherence values for each
set of tasks were created. After finding the correlation matrix,
thresholding was applied to distinguish the channel with the
correlations above 0.6.

RESULTS

Behavioral
Table 2 shows the N-back task performance for the OTCD and
control siblings. As expected, the reaction time was slower for
the OTCD sibling. The percentage correct response was also
lower compared to the control sibling. Both siblings had a
lower number of correct responses during performance of the
2-back task. Between subjects’ responses were similar during
the less demanding 0-back task, and the differences were more
prominent during more challenging conditions, such as 1- and
2-back.

Hemodynamic Variation (HV)
Hemodynamic variabilty values based on the coefficient of
variation in the HbT signal from each condition were calculated.
Figure 3 shows the HV values for the VLF1 for all task
conditions. Overall, the sibling with OTCD showed a higher HV
index in both left and right prefrontal cortex. The difference
between the indices was more prominent in the left prefrontal
cortex and during tasks with higher cognitive working memory
(WM) demand. Although, during the 0-back condition, the right
PFC showed a higher difference between the HV values, during
more challenging tasks, such difference becamemore apparent in
left PFC.

Figure 4 shows theHV values for the control andOTCD twins
at different frequency bands of VLF1 (0.001–0.03Hz), VLF2
(0.001–0.1), and LF (0.07–0.1). For simplicity, the HV has been
averaged across all conditions. These results show that, for a
frequency band of 0.07–0.1Hz (LF), the hemodynamic variation
does not show a distinct difference between control and OTCD
subject (difference of 19.7%). On the other hand, the largest
difference was detected for the VLF of 0.001–0.03Hz, where the
observed difference was 46.2%.

The relationship between hemodynamic variations and task
performance is shown in Figure 5.

Functional Connectivity
We next examined the functional connectivity in the prefrontal
cortex region during performance of the working memory task.
Figure 6 shows the functional connectivity map based on the
correlation matrix between the channels during performance of
the 0-, 1-, and 2-backWM task in the control and OTCD siblings.
Compared to the OTCD sibling, the connectivity strength
between two hemispheres is stronger in terms of both inter- and
intra-hemispheric connectivity in the control sibling, especially
during more demanding conditions, such as 1- and 2-back.

Compared to 0- and 1-back conditions, during the 2-back
condition, there was a hemispheric shift from the right to the
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FIGURE 3 | Hemodynamic variation based on the coefficient of variation of total hemoglobin in the very low frequency range (0.001–0.03Hz) during performance of

WM task from left and right prefrontal cortex region.

FIGURE 4 | Comparison of hemodynamic variation at different frequency bands. The VLF1 frequency band (0.001–0.03) shows the highest difference between

hemodynamic variation between the sibling with and without OTCD.

left PFC. This pattern, however, was not observed on the OTDC
sibling, where there was a decrease in connectivity from the 0- to
2-back condition.

DISCUSSION

In this twin study, we investigated the variations in prefrontal
cortex cortical hemodynamics and functional connectivity in

siblings with and without OTCD, using fNIRS. We have shown
the feasibility of using non-invasive optical imaging to quantify
the hemodynamics of the PFC related to behavioral performance
and functional connectivity in a set of twins with and without
OTCD. Studies on the twins can help to control other factors
that can influence the neurocognitive function, such as variation
in age and environmental differences. We applied frequency
analysis to examine the oscillations at different frequency range.

Frontiers in Neurology | www.frontiersin.org 5 August 2020 | Volume 11 | Article 809

https://www.frontiersin.org/journals/neurology
https://www.frontiersin.org
https://www.frontiersin.org/journals/neurology#articles


Anderson et al. Prefrontal Cortex Hemodynamics in OTCD

FIGURE 5 | Relationship between hemodynamic variations and task performance for OTCD and control sibling.

The result showed that hemodynamic variation at low frequency,
specifically in the range of below 0.03Hz, provides the better
hemodynamic contrast to differentiate the OTCD and control
subjects. We further examined the functional connectivity, where
we found a pattern of reduced interhemispheric connectivity
in PFC regions of the sibling with OTCD as the task demand
increased. In general, this feasibility study shows the applicability
of fNIRS to examine the global cognitive impairments in OTCD.

The issues with cognitive shift, going from a low (0-back) to a
high-demand task (1- and 2-back), that are reflected in behavioral
performance (e.g., correct response) is common in subjects with
OTCD (1). From a behavioral perspective, the differences in
performance were similar during the less demanding 0-back task.
However, with increase in the task demand, during 1- and 2-
back working memory tasks, the differences in task performance
and reaction time becomemore prominent. TheN-back working
memory task has been done in children ages 8–15 (39, 40) with
average accuracy of 82–87% for control children across all tasks.
In the 11-year-old control group for visual N-back, the hit rate of
55% for 2-back and 76% for 1-back was reported (41), and our
results falls within these ranges.

The nature and mechanism of very low frequency bands has
been under investigation in recent years. A study conducted in

1988 suggested the contributions from parasympathetic activity
to be a dominant factor in low-frequency bands, such as 0.002–
0.03Hz. Other studies have shown the role of the sympathetic
nervous system in the regulation of cerebral hemodynamics
at low frequencies that are related to the function of the
sympathetic neurovascular system (42, 43). The dynamic cerebral
autoregulation during very low frequencies of 0.03Hz has
been shown to change during the heat stress, whereas it was
unchanged during higher frequencies, such as 0.1Hz (44). The
contribution of cholinergic, neurogenic, and myogenic control,
such as vasodilatation in cerebral autoregulation, have also been
studied (45, 46) and have shown the neurogenic influence to
be mostly responsible for control of cerebral blood flow in low-
frequency bands.

In severe cases of hyperammonemia, as in patients with
inherited metabolic disorders, such as UCD, regulation of
cerebral blood flow is impaired (47, 48). Elevated ammonia can
induce vasodilatation, which can occur in OTCD conditions
(49) and can, therefore, affect cerebral autoregulation. We
have used hemodynamic variation based on coefficient of
variation to quantify changes in the level of total hemoglobin
signal. Since using fNIRS, we are measuring the hemodynamic
oscillations, and one important feature is to quantify the degree
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FIGURE 6 | Functional connectivity map of the control and OTCD sibling during performance of 0-, 1-, and 2-back working memory tasks based on the coherence

analysis between each channel total hemoglobin measurements. In the control sibling, there was an increase in functional connectivity from the 0–2-back condition,

whereas in the sibling with OTCD, this pattern was not observed.

of these oscillations at low frequencies by using coefficient
of variation. These low frequencies have been shown to
be a correlate of underlying vasomotion and autoregulatory
mechanisms (19, 50). Given that hyperammonemia influences
the cerebral blood flow and autoregulatory processes (17, 47),
such as vasodilation and vasoconstriction processes that can, in
turn, affect these observed oscillations, quantification of these
oscillations becomes important. Our results indicate higher
variations in PFC hemodynamics in the OTCD sibling. The
contribution of the low-frequency band below 0.03Hz, related
to cerebral autoregulation, showed higher contrast between
the control and OTCD siblings compared to the band of
0.07–0.1Hz. This conclusion is based on the fact that both
VLF1 band (0.001–0.1Hz) and that of <0.03Hz yielded similar
percentage differences compared to the frequency band of 0.07–
0.1Hz. This can further elucidate the possibility of underlying
autoregulation issues, such as vasomotion and autoregulation
inefficiency in the OTCD population due to elevated ammonia.
Further longitudinal examination of the OTCD twin and under
conditions such as pre- and post- treatment plan can be helpful
in clarifying underlying mechanisms.

FC in the prefrontal cortex has been studied in several
disorders, such as autism spectrum disorder (51) and obsessive-
compulsive disorder (52). It has been shown that subjects with
OTCD have impaired cognitive flexibility (1, 53), where it is
difficult to shift from low to high demanding tasks in daily
life activities. Previous studies have shown the reduced FC
in ventrolateral prefrontal cortex was associated with reduced
cognitive flexibility (52). Increase in functional connectivity
during cognitive challenges in PFC has been shown (54). Other

studies of the neural basis of working memory have shown that
functional connectivity during performance of working memory
in patients with schizophrenia decreased in dorsal lateral PFC
(DLPFC) regions compared to healthy controls. A study by
Gropman et al. (3) showed altered neural activation in OTCD
during working memory performance. In line with these studies,
our results have shown a decrease in PFC connectivity in the
sibling with OTCD compared to the unaffected sibling. In terms
of cognitive flexibility, the sibling with OTCD showed a decrease
in the PFC connectivity network when shifting from low demand
(0- and 1-back) to a higher demand task (2-back). Whereas,
in the control sibling, our results indicate an increase in FC
with the level of task difficulty. We further noticed that the FC
network exhibited localized connectivity patterns in the control
sibling compared to the sibling with OTCD who showed reduced
and diffused FC. Results further showed an interhemispheric
connectivity shift from the right PFC in the 1-back task to the
left PFC during the 2-back task in the control sibling. Previous
studies in subjects with OTCD have shown a decline in cognitive
function with an increase in task difficulty, where the activation
reaches the peak during less demanding tasks and declines as the
cognitive demand increases (3). These results could be indicative
of previous work (55) examining the inverted U shape, where,
after a person reaches their cognitive capacity, the activation
begins to decline in response to a higher demand task.

In the future, including broader cortical regions and using
short distance measurements as well as increasing the population
size would better clarify the differentiation in the degree of
functional connectivity and hemodynamic oscillations at low
frequency range. It is important to note that, although we have
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examined the hemodynamics of the PFC during performance
of the working memory task, such measures are not necessarily
representative of the working memory deficit and could reflect
the global cognitive impairment due to HA. Although the general
trend of lower IQ in symptomatic OTCD cohorts compared to
control is known (53, 56), formal IQ testing was not performed
due to lack of developmental concerns. In future studies,
inclusion of additional measures, such as intelligence quotient
(IQ) score, comprehensive evaluation in domains of working
memory and executive function, and biochemical phenotypes,
such as glutamine, arginine, and plasma ammonia at the time of
imaging would further elucidate the observed cognitive results
with respect to specific cognitive domains and abilities. This
limited study demonstrates the applicability and feasibility of
using fNIRS to verify differences in cognitive functions related to
PFC in OTCD and an age-matched typically developing sibling.
The applicability of this exam to test cognitive impairments
(specific or global) will be evaluated in future studies.

Overall, the result of this twin study suggests the contribution
of inefficient autoregulatory mechanism in underlying
neurocognitive function of subjects with OTCD as well as
reduced functional connectivity in PFC when faced with
cognitive challenge. The results of this study imply better
understanding of hemodynamic features to further distinguish
the cognitive function in developmental disorders.
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