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Abstract

Background: Classically characterized by early onset insulin-dependent diabetes mellitus, optic atrophy, deafness,
diabetes insipidus, and neurological abnormalities, Wolfram syndrome (WFS) is also associated with atypical
brainstem and cerebellar findings in the first decade of life. As such, we hypothesized that gait differences between
individuals with WFS and typically developing (TD) individuals may be detectable across the course of the disease.

Methods: Gait was assessed for 13 individuals with WFS (min 6.4 yrs, max 25.8 yrs) and 29 age-matched, typically
developing individuals (min 5.6 yrs, max 28.5 yrs) using a GAITRite W walkway system. Velocity, cadence, step length,
base of support and double support time were compared between groups.

Results: Across all tasks, individuals with WFS walked slower (p = 0.03), took shorter (p ≤ 0.001) and wider
(p ≤ 0.001) steps and spent a greater proportion of the gait cycle in double support (p = 0.03) compared to TD
individuals. Cadence did not differ between groups (p = 0.62). Across all tasks, age was significantly correlated with
cadence and double support time in the TD group but only double support time was correlated with age in the
WFS group and only during preferred pace forward (rs= 0.564, p = 0.045) and dual task forward walking (rs= 0.720,
p = 0.006) tasks. Individuals with WFS also had a greater number of missteps during tandem walking (p ≤ 0.001).
Within the WFS group, spatiotemporal measures of gait did not correlate with measures of visual acuity. Balance
measures negatively correlated with normalized gait velocity during fast forward walking (rs = −0.59, p = 0.03) and
percent of gait cycle in double support during backward walking (rs = −0.64, p = 0.03).

Conclusions: Quantifiable gait impairments can be detected in individuals with WFS earlier than previous clinical
observations suggested. These impairments are not fully accounted for by the visual or balance deficits associated
with WFS, and may be a reflection of early cerebellar and/or brainstem abnormalities. Effective patient-centered
treatment paradigms could benefit from a more complete understanding of the progression of motor and other
neurological symptom presentation in individuals with WFS.
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Background
Diabetes insipidus, diabetes mellitus, and optic atrophy
(DIDMOAD) or Wolfram syndrome (WFS) is associated
with a host of symptoms [1-4] including diabetic, psy-
chiatric [5], neurologic, opthalmologic [6] and urologic
[7] complications. An autosomal recessive disease with a
reported prevalence between 1 in 100,000 [8] and 1 in
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700,000 [2], the diagnosis of WFS is confirmed via pre-
sence of one or both of the identified WFS genes [9-12].
Complications of the disorder result in reduced quality
of life and premature death, with a reported median life
expectancy of 30 years [2]. Currently, effective interven-
tions are lacking and there is no known cure for WFS.
The brainstem and cerebellum are thought to be par-

ticularly vulnerable to the neurodegenerative process in
WFS [2]. In a single case of WFS, Pakdemirli et al. [13]
reported atrophy of the brainstem and cerebellum as
well as the cerebral cortex. Clinical evaluation of mag-
netic resonance images (MRIs) in a small sample of
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young individuals (mean age 17.5 years) with WFS also
revealed atrophy in the brainstem [14]. This finding was
confirmed and extended by a recent, objectively quanti-
fied analysis of a larger and younger sample of people
with WFS, which found reduced gray and white matter
volumes and reduced white matter microstructural integ-
rity within the brainstem and cerebellum as compared to
age and gender comparable healthy and type 1 diabetic
control groups [15]. As the cerebellum and brainstem
have been commonly linked to gait and balance function
[16-19], a clinical presentation of ataxic gait may be
expected in WFS. However, until recently gait and bal-
ance abnormalities in WFS have only been vaguely and
qualitatively described.
“Truncal ataxia causing unsteady gait and falls” [2]

was reported but not quantified in 15 of 45 individuals
with WFS in the late third and throughout the forth
decade of life [2]. A more recent review of individual
case histories found that clinically apparent gait abnor-
malities can appear in the second decade of life [3]. We
have previously quantified balance performance in young
individuals with WFS and found that balance impairment
was common in these children and related to the severity
of neurological soft signs rather than chronological age
[20]. Based on these findings, we hypothesized that
quantifiable gait impairments may also be detectable
early in life in individuals with WFS compared to typic-
ally developing (TD) individuals.
Should gait deficits be present in individuals with WFS,

understanding the underlying causes of the impairments
would be helpful in informing treatment options. For
example, gait impairments could be a direct result of
deficits in balance [20]. Alternatively, gait impairments
could result from deficits in visual acuity, which are
common in individuals with WFS [4,21,22], and have
been shown to impact typical gait development in other
populations [23]. Finally, it is possible that the motor
system is altered at an early age and leads to both balance
and gait deficits [3,15]. Understanding this information
will help characterize WFS neurological features, which
may be the target of future pharmaceutical intervention.
Furthermore, quantification of atypical gait patterns
could be useful for developing physical therapy interven-
tions to improve gait function in everyday life for people
with WFS.
The objectives of this study were to: 1) compare spa-

tiotemporal gait parameters of individuals with WFS to
TD controls and 2) determine the relationship between
visual acuity, balance, and gait impairment in individuals
with WFS. We hypothesized that individuals with WFS
would have decreased overground walking velocity,
increased cadence, take shorter and wider steps, and
spend a greater percentage of time in the double support
phase as compared to TD controls. Further, we expected
that both visual acuity and balance would be related to
gait performance in individuals with WFS.

Methods
Participants
Thirteen individuals diagnosed with WFS (8 female,
mean age 15.5 years, SD 6.3 yrs, min 6.4 yrs, max
25.8 yrs) and thirty TD young individuals (16 female,
mean age 13.2 years, SD 6.2 yrs, min 5.6 yrs, max
28.5 yrs) participated. The Washington University Wol-
fram Syndrome Registry (http://wolframsyndrome.dom.
wustl.edu/medical-research/Wolfram-Syndrome-Home.
aspx) was used to recruit all individuals with WFS. Data
were collected as part of an annual Wolfram Syndrome
Research Clinic at the Washington University School of
Medicine in St. Louis, Missouri. Balance and neuroima-
ging data from this clinic have been previously published
[15,20]. All individuals with WFS had diabetes mellitus
and optic atrophy before 18 years of age and genetic
confirmation of a WFS1 mutation. Exclusion criteria
included being naïve to the diagnosis of WFS, compli-
cations of the disease which made travel difficult, or
inability to participate in the majority of the research
tests. Inclusion criteria for TD individuals included no
known developmental delay or serious medical condition.
Typically developing individuals were examined for neuro-
logical soft signs via the Physical and Neurological Exam-
ination for Subtle Signs (PANESS) [24], and were
excluded if they presented more than two standard devia-
tions below the mean for their age group. No TD indivi-
duals were excluded on this basis. Legal guardians
provided informed written consent for all participants
under age 18. All participants provided either informed
written consent or assent prior to participation in accord
with the procedures approved by the Human Research
Protection Office of the Washington University School
of Medicine.
Height, weight, and year in school were collected from

all participants on the day of testing. Prior to beginning
the gait trials, bilateral measures of leg length were col-
lected by measuring from the greater trochanter to the
lateral malleolus. For the WFS patients, best correctable
visual acuity was measured for left and right monocular
conditions as well as binocular vision using the distance
Snellen visual acuity chart. Here we report only binocular
visual data. One individual with WFS was not able to
complete the visual testing due to diabetic complications.
Blood glucose levels of the individuals with WFS were
monitored by each individual’s care provider throughout
the entirety of the Wolfram Syndrome Research Clinic.
Readings were taken and recorded by study personnel at
various points during the two day visit. Demographic
data for each individual with WFS and summary data for
the TD individuals are provided in Table 1.
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Table 1 Clinical and demographic data for individuals with WFS and descriptive statistics for the typically developing
(TD) group

Gender Age School Year Height (m) Mass (kg) Visual Acuity Clinical Features (yrs)

female 6.4 1 1.13 19.70 20/50 WFS(5), DM(4), DI(*), OA(5), HL(no)

male 8.3 3 1.24 24.90 20/20 WFS(3), DM(3), DI(7), OA(N/A), HL(no)

male 9.3 4 1.26 24.10 20/100 WFS(7), DM(7), DI(*), OA(6), HL(no)

female 11.9 7 1.64 43.70 20/70 WFS(9), DM(6), DI(7), OA(9), HL(no)

female 12.6 7 1.38 40.50 20/250 WFS(8), DM(6), DI(11), OA(7), HL(yes)

female 12.6 6 1.45 39.30 No data WFS(8), DM(7), DI(11), OA(8), HL(no)

female 14.7 9 1.54 45.20 20/50 WFS(13), DM(3.9), DI(N/A), OA(13), HL(yes)

male 15.4 10 1.59 46.60 20/200 WFS(11), DM(10), DI(14), OA(11), HL(no)

female 17.1 12 1.58 87.90 20/25 WFS(16), DM(5), DI(N/A), OA(16), HL(no)

male 18.9 13 1.72 60.80 20/160 WFS(7), DM(5), DI(7), OA(7), HL(yes)

male 23.9 17 1.79 87.10 20/70 WFS(17), DM(7), DI(17), OA(7), HL(yes)

female 24.7 14 1.53 73.80 ++ WFS(12), DM(2), DI(12), OA(5), HL(yes)

female 25.8 17 1.64 58.10 20/100 WFS(15), DM(13), DI(19), OA(13), HL(no)

WFS Mean (SD) 15.5 (6.3) 9.2 (5.2) 1.5 (0.20) 50.1 (22.5)

TD Mean (SD) 13.4 (6.1) 7.8 (6.0) 1.5 (0.19) 46.4 (18.1) n/a N = 29 (16 females, 13 males)

WFS = Age of Wolfram syndrome diagnosis, DM = onset of diabetes mellitus, OA = onset of optic atrophy, DI = onset of diabetes insipidus, HL = presence of
hearing loss.
* Not formally diagnosed but on DDAVP (desmopressin tablet) for enuresis.
++ individual able to detect hand motion at one foot.
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Balance was assessed using the mini-Balance Evalu-
ation Systems Test (mini-BESTest). This 14-item clinical
battery is used to assess balance in four component
areas (anticipatory transitions, postural response, sensory
orientation and dynamic gait) and provides a single
number summary of balance performance (maximum
possible score = 32). These data have been previously
reported in their entirety [22].

Gait assessment
Kinematic features of gait were assessed on a 4.8 m
GAITRite walkway system (CIR Systems, Havertown,
Pennsylvania, USA), which has been called an “emerging
clinical tool” for use with children [25] and has previ-
ously been used to quantify spatiotemporal gait para-
meters in typically developing children aged 1 to 10 years
[26]. Each individual completed a minimum of five trials
of the following five gait conditions: 1) forward walking
at preferred speed (FP), 2) forward walking at a fast speed
(FF), 3) forward walking while performing a dual task
(FD), 4) forward tandem walking (FT), and 5) backward
walking at preferred speed (BP). The order of the tasks
was randomized, but all five trials of the given task were
completed prior to beginning the next task. A start/finish
line was placed one meter from each end of the mat to
allow for capture of steady state walking without acceler-
ation or deceleration. Participants were guarded during
all trials to prevent falls and injury. Individuals with
visual impairments were oriented to the testing space
prior to beginning data collection. If the individual left
the walkway prior to completion of the task, stumbled,
or needed assistance from the spotter, the trial was dis-
carded and immediately repeated. Each trial was initiated
with a verbal cue and data recording began as soon as
the individual contacted the GAITRite mat.
FP and BP walking were performed at each individual’s

preferred speed with no cues relative to speed or com-
pletion time. For FF trials, each individual was instructed
to walk as fast as possible without running. Dual task
walking consisted of preferred-speed forward walking
while listing as many items as possible in a given cat-
egory. The categories consisted of ‘animals’, ‘things you
see in the sky’, ‘games you play with a ball’, ‘colors,’ and
‘foods’. During these trials, the individual was accompan-
ied closely by an investigator who recorded the number
of correct, unique responses. The investigator did not
initiate the trial and walked slightly behind the individual
to avoid influencing the overground velocity of the par-
ticipant. For tandem walking trials, individuals were
instructed to walk with one foot in front of the other, as
though they were on a tightrope or balance beam. Parti-
cipants were instructed to walk with as much space be-
tween steps as was comfortable. Instructions directed
the participants to not contact the heel of the front foot
to the toe of the rear foot; however, once the trials began
no corrective feedback was given. A blue, 3.8 cm wide,
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guide line was place down the center of the GAITRite
mat to provide a visual target for the tandem task.

Dependent variables
Five variables of interest were used to quantify unique
components of gait in a clinically useful manner. Ca-
dence, normalized velocity, normalized base of support,
step extremity ratio and percentage of the gait cycle
spent in double support time. These specific measures
were selected as they are clearly defined, easily measured
with appropriate technology, and can be addressed
through rehabilitation intervention. Cadence, measured
in steps per minute, was calculated by dividing the time
needed to complete the trial by the number of steps
taken. Velocity, measured in meters per second, was cal-
culated by dividing the distance between initial and final
footfall by the time to complete the trial. Due to the het-
erogeneity in height of the individuals, leg length mea-
sures were used to normalize velocity by dividing the
velocity by the mean of the individual’s leg lengths. Base
of support was defined as the perpendicular distance
from the imaginary line connecting the center of the
heel on one foot to the center of the heel on the oppos-
ite foot during two consecutive footfalls. Base of support
was calculated by averaging the independently calculated
values for the left and right sides. To generate a height
normalized value, the average base of support value was
divided by the individual’s height and multiplied by 100.
The step extremity ratio is derived by dividing step
length by leg length, and was computed by averaging
both left and right side step extremity ratios. Finally, the
percent of the gait cycle spent in double support is the
duration of time the individual spent with both feet in
contact with the floor divided by the total time needed
to complete the trial and multiplied by 100.
Tandem walking trials could not be assessed using the

GAITRite software due to a large number of parallel,
overlapping, or backward steps. Therefore, tandem trials
were scored based upon the number of times an individual
Figure 1 Tandem gait trials were assessed by counting the number o
linear path of progression. (A) Trials in which all steps fell on the linear t
(C) missteps were scored on the number of times the individual deviated f
that were off that trajectory.
experienced a loss of balance while traversing the walk-
way. A loss of balance was defined as any misstep or series
of missteps which did not fall on the specified linear
trajectory (Figure 1). Each trial was visually scored by
viewing the entire length of the GAITRite walkway and
manually counting the number of deviations from the
subjectively assessed linear trajectory. A misstep was
scored when a lateral deviation from the linear trajec-
tory was noted.

Data analysis
IBM© SPSS© Statistics Version 19 (IBM Corporation,
Armonk, New York) was used for statistical analyses.
For all conditions, trials with less than four consecutive,
identifiable, full footfalls were excluded from analysis.
36 total trials were discarded (9 trials from 6 WFS
subjects, 27 trials from 15 TD subjects). Data from one
TD individual (age 5.6) could not be used due to poor
footfall data on more than half of the recorded trials.
These data have been removed from all portions of the
analysis including the demographic description of partici-
pants. Additionally, dual task walking data from a second
TD child (age 11.15) were removed as she could not
complete the task without coming to a full stop multiple
times during the trial. Data were averaged across valid
trials for each condition. All individuals had a minimum
of three valid trials for each condition.
The Shapiro-Wilk test was used to test the data for

normal distribution. Demographic variables were not
normally distributed (Shapiro Wilk p<.05), so groups
were compared on these variables with non-parametric
statistics (independent sample Mann Whitney U).
All spatiotemporal gait measures were normally dis-

tributed, thus parametric statistics were applied. A group
(TD and WFS) by task (FP, FF, FD and BP) mixed model
analysis of variance (ANOVA) was used to test for differ-
ences both within and between groups in each spatio-
temporal gait measure separately (cadence, normalized
velocity, step extremity ratio, normalized base of support,
f times the individual had a footfall or series of footfalls off the
rajectory were scored as no missteps. Trials with one (B) or multiple
rom the linear trajectory and not on the number of individual steps
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the percent of the gait cycle spent in double support). A
Chi-square test was used to compare the percentage of
individuals in each group who had at least one misstep
during tandem walking. An a priori level of α<0.05 was
set for determining statistical significance.
Bivariate correlations were used to assess the relation-

ship between age and spatiotemporal gait variables.
P-values and Spearman’s correlation coefficient (rs) are
reported for all correlations. An a priori level of α<0.05
was set for determining statistical significance. Within
the WFS group, bivariate correlations were used to assess
the relationship between visual acuity, balance [20] and
spatiotemporal gait measures.

Results
Demographic data for both groups are shown in Table 1.
WFS and age-matched controls did not differ by age
(Z = −1.08, p = 0.28), height (Z = −0.59, p = 0.56),
weight (Z = 0.37, p = 0.71), or year in school (Z = 1.06,
p = 0.29). Additionally, the average number of verbal
responses generated during dual task walking trials for
TD and WFS did not differ significantly (F = 0.408,
p = 0.53) between groups. Mean blood glucose levels
taken during the study for the individuals with WFS aver-
aged 222.5 mg/dL (SD = 69.1 mg/dL, max = 312.5 mg/dL,
min = 94 mg/dL). No patients experienced any acute
neurological symptoms related to hypoglycemia or hyper-
glycemia during the study.

Between group spatiotemporal gait data
A main effect of group was found for all gait measures
except cadence (F = 0.25, p = 0.62). Individuals with
WFS walked consistently slower (normalized velocity,
F = 5.2, p ≤ 0.03), took relatively shorter steps (step
extremity ratio, F = 14.7, p ≤ 0.001) with a wider normal-
ized base of support (F = 14.2, p = 0.001) and had a
greater amount of the gait cycle spent in double support
(F = 10.2, p = 0.003) than TD individuals (Figure 2).

Between task spatiotemporal gait data
A significant main effect of task was present for all
measures (p ≤ 0.001). During FF walking trials, indivi-
duals averaged the highest cadence (cadence = 157.2,
SD = 22.4), fastest velocity (unitless normalized velocity
= 2.9, SD = 0.05), largest step extremity ratio (step ex-
tremity ratio = 1.09, SD = 0.02) and the smallest percent
of the gait cycle spent in double support (percent double
support = 14.3, SD = 0.6). The largest normalized base
of support occurred during backward walking (unitless
normalized base of support = 9.9, SD = 0.5), while the
smallest normalized base of support occurred during
dual task forward walking (unitless normalized base of
support = 5.9, SD = 0.5). Dual task forward walking also
had the fewest steps per minute (cadence = 110.2,
SD = 13.8). Backward walking trials had the slowest
(unitless nVel = 1.3, SD = 0.31), shortest steps (step
extremity ratio = 0.62, SD = 0.02), widest base of support
(unitless normalized base of support = 9.9, SD = 0.5) and
longest percent of the gait cycle spent in double support
(percent double support = 20.9, SD = 0.6). No group by
task interactions were present (Table 2).

Tandem walking
The groups differed in the number of missteps during
tandem walking (F = 28.4, p ≤ 0.001). On average, healthy
individuals lost their balance less than one time per ten
tandem walking trials (mean misstep per trial = 0.03,
SD = 0.08), while individuals with WFS averaged
over seven deviations per ten trials (mean misstep per
trial = 0.72, SD = 0.71). Individuals with WFS were sig-
nificantly more likely to experience a misstep than TD
individuals (χ2 = 15.3, df =1, p≤ 0.001). Nine of 13 (69 %)
of the individuals with WFS but only three of 29 healthy
individuals (10 %) experienced one or more losses of
balance during the tandem walking trials.

Age
No significant correlations were present between age
and any of the normalized spatiotemporal gait measures
(i.e., normalized velocity, step extremity ratio and nor-
malized base of support) for individuals with WFS
(Table 3). During FP walking trails, age was correlated to
normalized velocity (rs= −0.57, p ≤ 0.001) and step ex-
tremity ratio (rs= −0.47, p = 0.010) for TD individuals.
Additionally, in TD individuals age was correlated to
normalized velocity (rs= −0.70, p ≤ 0.001) forward fast
walking trials. All other correlations of age and nor-
malized spatiotemporal gait measures failed to achieve
significance (Table 3).
In the TD group, cadence was significantly correlated

to age during all gait tasks. Cadence was not correlated
with age for individuals with WFS during any of the
tested tasks (Figure 3). Age and percent of the gait cycle
spent in double support were significantly correlated in
TD individuals across all gait tasks and in WFS during
FP and FD tasks (Table 3).

Vision, balance and gait
Visual acuity scores for the WFS group are reported in
Table 1. Two individuals were not able to fully complete
the vision test. One missed the second day of testing due
to diabetic complications and the other could not suc-
cessfully perform the vision assessment as her vision
was too impaired. Data presented here are from the
remaining eleven individuals.
Within the WFS group, individual visual acuity scores

were not correlated with cadence, normalized velocity,
normalized base of support, step extremity ratio or the



Figure 2 Cadence (A), normalized velocity (B), average normalized base of support (C), average step extremity ratio (D) and
percentage of gait cycle spent in double support (E) of individuals with WFS (black bars) and TD individuals (gray bars) during forward
preferred, forward fast, dual task and backward walking tasks. Cadence values did not differ between groups. Group level differences were
present for all other spatiotemporal measures. Values are mean +/− SD.
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Table 2 Main effects of group and task and two-way interactions

Cadence
(steps/min)

p-value Normed
Velocity

p-value Step
Extremity
Ratio

p-value Normed
Base of
Support

p-value % Double
Support

p-value

group WFS 124.4 ± 4.4 = 0.620 1.7 ± 0.08 * = 0.028 0.82 ± 0.02 ** < 0.001 8.2 ± 0.5 ** = 0.001 20.0 ± 0.9 ** = 0.003

TD 127.1 ± 2.9 2.0 ± 0.06 0.91 ± 0.01 5.8 ± 0.4 16.5 ± 0.6

task FP 121.3 ± 13.7 ** ≤ 0.001 1.9 ± 0.38 ** ≤ 0.001 0.92 ± 0.02 ** ≤ 0.001 6.1 ± 0.3 ** ≤ 0.001 17.9 ± 0.6 ** ≤ 0.001

FF 157.2 ± 22.4 2.9 ± 0.52 1.09 ± 0.02 6.2 ± 0.3 14.3 ± 0.6

FD 110.2 ± 13.8 1.5 ± 0.29 0.82 ± 0.01 5.9 ± 0.5 19.9 ± 0.7

BP 116.3 ± 20.0 1.3 ± 0.31 0.62 ± 0.02 9.9 ± 0.5 20.9 ± 0.6

group x task

WFS FP 120.5 ± 11.4 = 0.936 1.8 ± 0.30 = 0.604 0.89 ± 0.03 = 0.603 7.2 ± 0.6 = 0.948 19.2 ± 1.0 = 0.462

FF 154.0 ± 16.9 2.7 ± 0.48 1.04 ± 0.03 7.3 ± 0.6 16.0 ± 1.1

FD 108.8 ± 12.2 1.4 ± 0.26 0.78 ± 0.02 7.2 ± 0.8 22.1 ± 1.2

BP 114.4 ± 16.8 1.1 ± 0.34 0.56 ± 0.03 11.2 ± 0.9 22.8 ± 1.1

TD FP 121.7 ± 14.7 2.0 ± 0.41 0.96 ± 0.02 5.1 ± 0.4 16.6 ± 0.6

FF 158.6 ± 24.6 3.0 ± 0.51 1.14 ± 0.02 5.0 ± 0.4 12.7 ± 0.7

FD 110.9 ± 14.6 1.6 ± 0.29 0.86 ± 0.01 4.6 ± 0.5 17.7 ± 0.8

BP 117.1 ± 21.5 1.3 ± 0.28 0.68 ± 0.02 8.6 ± 0.6 19.0 ± 0.7

WFS = individuals with Wolfram syndrome; TD = typically developing individuals; FP = forward preferred; FF = forward fast; FD = forward dual task; and
BP = backward preferred.
Values are means ± SD.
* denotes significant correlation at the 0.05 level.
** denotes significant correlation at the 0.01 level.

Table 3 Significance (top) and correlation coefficients (bottom) between age (years) and gait measures for each task

Cadence
(steps/min)

Normalized
Velocity

Step
Extremity
Ratio

Normalized
Base of Support

% Double
Support

WFS FP Age Sig. (2-tailed) 0.642 0.388 0.279 0.859 0.045 *

rs 0.143 0.262 0.325 −0.055 0.564

FF Age Sig. (2-tailed) 0.150 0.405 0.873 0.929 0.128

rs −0.423 −0.253 −0.049 −0.027 0.445

FD Age Sig. (2-tailed) 0.845 0.529 0.674 0.915 0.006 **

rs −0.060 −0.192 −0.129 0.033 0.720

BP Age Sig. (2-tailed) 0.854 0.318 0.199 0.366 0.198

rs 0.060 0.315 0.399 0.287 0.399

TD FP Age Sig. (2-tailed) 0.000 ** 0.001 ** 0.010 * 0.056 0.000 **

rs −0.648 −0.574 −0.470 −0.359 0.703

FF Age Sig. (2-tailed) 0.000 ** 0.000 ** 0.359 0.337 0.003 **

rs −0.695 −0.703 −0.177 −0.185 0.539

FD Age Sig. (2-tailed) 0.016 * 0.062 0.799 0.814 0.000 **

rs −0.451 −0.357 0.050 0.047 0.706

BP Age Sig. (2-tailed) 0.002 ** 0.119 0.282 0.451 0.011 *

rs −0.549 −0.301 0.211 0.148 0.475

* denotes significant correlation at the 0.05 level.
** denotes significant correlation at the 0.01 level.
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Figure 3 Cadence versus age for individuals with WFS (black) and TD individuals (gray) during (A) forward preferred, (B) forward fast,
(C) dual task and (C) backward walking tasks. Cadence was significantly correlated with age in all four task conditions for the TD individuals.
Cadence was not significantly correlated with age for individuals with WFS in any condition.

Pickett et al. Orphanet Journal of Rare Diseases 2012, 7:92 Page 8 of 12
http://www.ojrd.com/content/7/1/92
percent of the gait cycle spent in double support during
any of the gait tasks (Table 4). Visual acuity was also not
correlated with the number of missteps during tandem
walking (rs=0.44, p = 0.18).
Balance data from the mini-BESTest for all thirteen

individuals with WFS were previously reported [20].
Visual acuity was not correlated with mini-BESTest
scores (rs = −0.57, p = 0.19). Individual balance scores
were negatively correlated with normalized velocity in
the FF task (rs = −0.59, p = 0.03), indicating that indivi-
duals with worse balance walked with a faster normalized
velocity (Figure 4). The percent of the gait cycle spent in
double support during backward walking was also nega-
tively correlated with mini-BESTest scores (rs = −0.64,
p = 0.03), indicating that individuals with worse balance
spent a greater percentage of the gait cycle in double



Table 4 Significance (top) and correlation coefficients (bottom) between visual and gait measures for each gait task

Cadence
(steps/min)

Normalized
Velocity

Step Extremity
Ratio

Normalized Base
of Support

% Double
Support

FP Visual Acuity Sig. (2-tailed) 0.34 0.85 0.53 0.58 0.43

rs 0.32 −0.06 −0.21 −0.19 −0.27

FF Visual Acuity Sig. (2-tailed) 0.46 0.98 0.60 0.44 0.36

rs 0.25 0.01 −0.18 −0.26 −0.31

FD Visual Acuity Sig. (2-tailed) 0.45 0.98 0.21 0.29 0.72

rs 0.26 −0.01 −0.41 −0.35 0.12

BP Visual Acuity Sig. (2-tailed) 0.26 0.35 0.66 0.24 0.85

rs 0.40 0.33 0.16 −0.41 −0.07
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support during backward walking (Figure 4). Mini-
BESTest scores did not correlate with any other spatio-
temporal measure (cadence, normalized base of support
or step extremity ratio) during any of the gait tasks
(Table 5). Mini-BESTest scores were not correlated with
number of missteps during tandem walking (rs = −0.48,
p = 0.10).

Discussion
The goal of this study was to quantify spatiotemporal
gait function in young individuals with WFS and com-
pare these individuals to a group of TD individuals. Al-
though ataxic gait has been noted in clinical reports of
WFS [2,3], to our knowledge, no study aside from our
own prior work focused on balance deficits [20] has
attempted to quantify motor deficits in the WFS popu-
lation. As hypothesized, individuals with WFS walk sig-
nificantly slower, take shorter and wider steps, spend
more time in double support and have more difficulty
performing tandem walking compared to typically devel-
oping individuals. Deficits in the WFS groups were
Figure 4 Significant correlations between mini-BESTest and (A) norm
gait cycle spent in double support for the WFS group. Higher mini-BES
present across all tested gait tasks. These differences
do not appear to be directly associated with age, visual
deficits or impaired balance in WFS patients. These find-
ings indicate that gait is measurably and independently
impaired in young individuals with WFS.
As compared to the TD group, the WFS group showed

significant deficits in normalized velocity, normalized
base of support, step extremity ratio and the percent of
the gait cycle spent in double support across all gait
tasks. The spatiotemporal gait abnormalities in WFS may
indicate the use of compensatory strategies for decreased
balance. Supporting this idea, individuals with WFS were
more likely to experience a loss of balance resulting in a
lateral deviation during tandem walking. Similarly, volun-
tary changes in step width and length have been shown
to alter the stability of trunk motion [27]. In an examin-
ation of turning strategies of individuals with cerebellar
ataxia, Mari et al. [28] showed that during a demanding
gait task, such as turning, ataxic patients displayed wider
and shorter steps. The authors theorized that the
observed gait difference between healthy and ataxic
alized velocity during forward fast gait and (B) percentage of the
Test scores correspond to better balance.



Table 5 Significance (top) and correlation coefficients (bottom) between mini-BESTest scores and gait measures

Cadence
(steps/min)

Normalized
Velocity

Step Extremity
Ratio

Normalized
Base of Support

% Double
Support

FP mini-BESTest Sig. (2-tailed) 0.94 0.55 0.74 0.59 0.55

rs −0.03 0.18 0.10 0.17 −0.18

FF mini-BESTest Sig. (2-tailed) 0.13 0.03 * 0.12 0.59 0.87

rs −0.45 −0.59 −0.46 0.16 0.05

FD mini-BESTest Sig. (2-tailed) 0.83 0.78 0.86 0.49 0.51

rs −0.07 −0.09 0.05 0.21 0.20

BP mini-BESTest Sig. (2-tailed) 0.86 0.42 0.38 0.21 0.03 *

rs −0.06 0.26 0.28 −0.39 −0.64

* denotes significant correlation at the 0.05 level.
** denotes significant correlation at the 0.01 level.
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individuals was a compensatory strategy used to reduce
instability. Slower walking velocity has also been previ-
ously been linked to increased stability [29] indicating
that individuals will compensate for a loss of stability via
a decrease in gait velocity. Dingwell et al. [30] noted that
individuals with diabetic peripheral neuropathy demon-
strate slower walking speeds and increased dynamic sta-
bility as compared to healthy, age-matched individuals.
They concluded that decreased walking speed is a com-
pensatory strategy used by the patient group to maintain
stability during walking. As such, we hypothesized that
the observed deficits in spatiotemporal gait measures
would be related to previously reported balance deficits
in individuals with WFS.
We have previously reported a deficit in balance in

individuals with WFS [20], particularly during tasks
completely reliant on balance and on which compensa-
tory strategies cannot be employed, such as standing on
one foot or standing on an unstable surface. In contrast,
during the dynamic gait subsection of the mini-BESTest
which relies on gait-related balance tasks such as chan-
ging velocity and turning the head while walking, no def-
icits were detected in WFS. Perhaps this is because they
were able to employ compensatory strategies during this
group of tasks that could not be used during more static
balance tasks, such as a wider stance. However, if the
observed differences in gait between WFS and TD indi-
viduals are the result of strategies used to compensate
for balance deficits, a clear association between balance
and spatiotemporal gait measures would be expected.
However, there appears to be no consistent correlation
between spatiotemporal gait measures and previously
reported balance scores, suggesting that other factors
should be explored.
Only two spatiotemporal gait features, normalized fast

forward gait velocity and double support during back-
ward walking, were significantly correlated with balance.
The significant negative correlation between mini-
BESTest score and normalized velocity was unexpected.
This indicates that individuals with WFS with lower
mini-BESTest scores (worse balance) performed FF
walking trials at higher velocity than individuals with
WFS and higher mini-BESTest scores (better balance).
This result is strongly driven by the performance of a
single individual who scored poorly on the mini-
BESTest but was able to walk at a fast velocity. We are
only able to speculate at this time, but this type of high
velocity gait with low overall balance may lead to an
increased number of falls. Future studies should include
a falls assessment to address this question and may be
helpful in identifying the needs of the patient group.
In addition to balance, vision has been repeatedly

linked to locomotor performance [31,32]. Specifically, in
young people, visual impairment correlates with spatio-
temporal gait deficits [23,33]. In WFS, visual deficits are
well described (for review see [34]) thus we expected gait
impairments in individuals with WFS to correlate with
measures of visual impairment. However, we did not
find any correlation between visual acuity and any spa-
tiotemporal measures of gait function, suggesting that
vision may not be a key factor in the gait differences
noted in WFS compared to TD individuals. Here again,
as with correlations to measures of balance, the small
sample size should be noted.
Previous reports indicate that children may exhibit

mature gait patterns as early as four years of age [35],
though others argue that gait continues to follow a de-
velopmental trend and does not reach adult-like patterns
until after the seventh year and perhaps even beyond the
tenth year of age [36]. As our sample spans from five to
26 years, age-related changes in spatiotemporal gait
measures cannot be overlooked. Three of the selected
measures (velocity, base of support and step length)
were normalized to account for anatomically related de-
velopmental changes such as increased leg length and
height. Within the WFS group, no significant correla-
tions were present between age and these normalized
measures. In the TD group, only three of the twelve
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normalized variables examined were significantly corre-
lated with age. However cadence, a non-normalized vari-
able, was significantly negatively correlated with age
across all gait tasks in the TD group but not in the WFS
group. This matches our previous report of significant
correlations between balance and age in the TD group
but not in the WFS group [20]. This lack of a clear rela-
tionship between age and cadence within the WFS
population may indicate that individuals with WFS are
neurologically affected early in their lifespan and thus do
not conform to normal gait developmental patterns.
This notion is further supported by the early presence of
reduced gray and white matter volumes and reduced
white matter microstructural integrity within the brain-
stem and cerebellum as compared to age and gender com-
parable healthy and type 1 diabetic control groups [15].
However, caution is warranted as the sample of indivi-
duals with WFS in the present study is relatively small.
Based upon the current findings, gait impairments can-

not be accounted for by the particular sensory or motor
deficits we evaluated. Additionally, age does not consist-
ently relate to spatiotemporal gait measures in WFS. The
overall model of neurological symptom presentation and
the corresponding treatment approach to WFS is compli-
cated by the observed deficits in multiple sensory and
motor systems as well as the unique phenotypic presen-
tation of these symptoms for each patient diagnosed with
WFS. To date, the sensory and motor characteristics of
individuals with WFS have been primarily qualitatively
described. Clinically noted deficits have been reported
but are rarely quantified. Longitudinal data quantitatively
tracking neurological symptoms in a larger sample across
the lifespan will be necessary to fully address this ques-
tion. However, the presentation of early gait and balance
deficits, along with the presence of early abnormalities of
the brainstem and cerebellum indicates that neurological
symptom presentation occurs in early childhood, and
could be addressed clinically at an early age.

Limitations
As the present investigation includes only 13 individuals
with WFS and these individuals span the range of six to
twenty-six years of age, a complex multimodal assessment
of symptom presentation and compensatory strategy is
beyond the scope of this study. Longitudinal data track-
ing symptom progression and subsequent gait changes
would allow for an ideal and novel examination of dis-
ease progression and could inform targeted drug and
clinical interventions.

Conclusions
Wolfram Syndrome is rare and debilitating with neuro-
logical motor symptom onset occurring far earlier than
previously reported. We have quantified deficits in
normalized velocity, stride length, normalized base of
support, and the percent of the gait cycle spent in double
support in a group of young individuals with WFS. These
data provide evidence of the early emergence of gait
abnormalities in WFS.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
KP participated in the design of the study, collected the data, performed the
statistical analysis and drafted the manuscript. RD participated in the design
of the study, collected the data and helped to draft the manuscript. JH
collected data and helped to draft the manuscript. BM was the medical
director of the larger annual Wolfram Syndrome Research Clinic, collected
data and helped to draft the manuscript. TH conceived of the study,
participated in the design of the study, oversaw execution of the larger
annual Wolfram Syndrome Research Clinic and helped to draft the
manuscript. GE participated in the design of the study, collected the data
and helped to draft the manuscript. All authors read and approved the final
manuscript.

Authors’ information
Washington University Wolfram Study Group Members: In addition to the
authors: P. Austin, M.D., A. Bondurant, B.A., T. Hullar, M.D., R. Karzon, Ph.D.,
J. Lapp, B.A., J. Leey M.D., H. M. Lugar M.A., L. Manwaring, M.S., C. Nguyen,
B.S., A.R. Paciorkowski M.D., J. Rutlin, J. Shimony, F. Urano, M.D., Ph.D.,
A. Viehoever, M.D., J. Wasson B.S., and N. H. White M.D., CDE.

Acknowledgements
The authors thank the participants and their families for their time and
willingness to participate.
This work is dedicated to the memory of M. Alan Permutt, who was the
driving force behind Wolfram Syndrome research at Washington University.
He will be fondly remembered and sadly missed.

Funding
This work was supported by the Jack and J.T. Snow Fund at Washington
University, the American Diabetes Association, the George Decker and Julio
V. Santiago Pediatric Diabetes Research Fund, The Decker Fund and the
National Institutes of Health grant numbers DK016746-39, NCRR
1S10RR022984-01A1 and UL1 RR024992. KA Pickett was supported by 2 T32
HD007434-18.

Author details
1Program in Physical Therapy, Washington University in St. Louis, Campus
Box 8502, 4444 Forest Park Blvd, St. Louis MO 63108, MO, USA. 2Department
of Neurology – Movement Disorders Section, Washington University School
of Medicine, St Louis, MO, USA. 3Department of Ophthalmology, Washington
University School of Medicine, St. Louis, MO, USA. 4Department of Pediatrics,
Washington University School of Medicine, St Louis, MO, USA. 5Department
of Psychiatry, Washington University School of Medicine, St Louis, MO, USA.
6Department of Cell Biology, Washington University School of Medicine, St
Louis, MO, USA. 7Department of Radiology, Washington University School of
Medicine, St. Louis, MO, USA. 8Department of Anatomy & Neurobiology,
Washington University School of Medicine, St. Louis, MO, USA.

Received: 17 September 2012 Accepted: 30 November 2012
Published: 8 December 2012

References
1. Wolfram D, Wagener H: Diabetes mellitus and simple optic atrophy

among siblings: Report of 4 cases. Mayo Clin Proc 1938, 13:715–718.
2. Barrett TG, Bundey SE, Macleod AF: Neurodegeneration and diabetes: UK

nationwide study of Wolfram (DIDMOAD) syndrome. Lancet 1995,
346(8988):1458–63.

3. Chaussenot A, et al: Neurologic features and genotype-phenotype
correlation in Wolfram syndrome. Ann Neurol 2011, 69(3):501–8.

4. Cremers CW, Wijdeveld PG, Pinckers AJ: Juvenile diabetes mellitus, optic
atrophy, hearing loss, diabetes insipidus, atonia of the urinary tract and



Pickett et al. Orphanet Journal of Rare Diseases 2012, 7:92 Page 12 of 12
http://www.ojrd.com/content/7/1/92
bladder, and other abnormalities (Wolfram syndrome). A review of 88
cases from the literature with personal observations on 3 new patients.
Acta Paediatr Scand Suppl 1977, 264:1–16.

5. Swift RG, et al: Psychiatric disorders in 36 families with Wolfram
syndrome. Am J Psychiatry 1991, 148(6):775–9.

6. Grosse Aldenhovel HB, Gallenkamp U, Sulemana CA: Juvenile onset
diabetes mellitus, central diabetes insipidus and optic atrophy (Wolfram
syndrome)–neurological findings and prognostic implications.
Neuropediatrics 1991, 22(2):6–103.

7. Tekgul S, et al: Urological manifestations of the Wolfram syndrome:
observations in 14 patients. J Urol 1999, 161(2):616–7.

8. Fraser FC, Gunn T: Diabetes mellitus, diabetes insipidus, and optic
atrophy. An autosomal recessive syndrome? J Med Genet 1977, 14(3):190–3.

9. Strom TM, et al: Diabetes insipidus, diabetes mellitus, optic atrophy and
deafness (DIDMOAD) caused by mutations in a novel gene (wolframin)
coding for a predicted transmembrane protein. Hum Mol Genet 1998,
7(13):2021–8.

10. Inoue H, et al: A gene encoding a transmembrane protein is mutated in
patients with diabetes mellitus and optic atrophy (Wolfram syndrome).
Nat Genet 1998, 20(2):143–8.

11. Takeda K, et al: WFS1 (Wolfram syndrome 1) gene product: predominant
subcellular localization to endoplasmic reticulum in cultured cells and
neuronal expression in rat brain. Hum Mol Genet 2001, 10(5):477–84.

12. Amr S, et al: A homozygous mutation in a novel zinc-finger protein, ERIS,
is responsible for Wolfram syndrome 2. Am J Hum Genet 2007,
81(4):673–83.

13. Pakdemirli E, et al: Cranial magnetic resonance imaging of Wolfram
(DIDMOAD) syndrome. Australas Radiol 2005, 49(2):189–91.

14. Ganie MA, et al: Presentation and clinical course of Wolfram (DIDMOAD)
syndrome from North India. Diabet Med 2011, 28(11):1337–42.

15. Hershey T, et al: Early Brain Vulnerability in Wolfram Syndrome. PLoS One
2012, 7(7):e40604.

16. Diener HC, Dichgans J: Pathophysiology of cerebellar ataxia. Mov Disord
1992, 7(2):95–109.

17. Thach WT, Bastian AJ: Role of the cerebellum in the control and
adaptation of gait in health and disease. Prog Brain Res 2004, 143:353–66.

18. Morton SM, Bastian AJ: Mechanisms of cerebellar gait ataxia. Cerebellum
2007, 6(1):79–86.

19. Horak FB, Diener HC: Cerebellar control of postural scaling and central set
in stance. J Neurophysiol 1994, 72(2):479–93.

20. Pickett KA, et al: Balance impairment in individuals with Wolfram
syndrome. Gait Posture 2012, 36(3):619–624.

21. Viswanathan V, Medempudi S, Kadiri M: Wolfram syndrome. J Assoc
Physicians India 2008, 56:197–9.

22. Barrett TG, et al: Optic atrophy in Wolfram (DIDMOAD) syndrome.
Eye (Lond) 1997, 11(Pt 6):882–8.

23. Hallemans A, et al: Development of independent locomotion in children
with a severe visual impairment. Res Dev Disabil 2011, 32(6):2069–74.

24. Denckla MB: Revised Neurological Examination for Subtle Signs (1985).
Psychopharmacol Bull 1985, 21(4):773–800.

25. Thorpe DE, Dusing SC, Moore CG: Repeatability of temporospatial gait
measures in children using the GAITRite electronic walkway. Arch Phys
Med Rehabil 2005, 86(12):2342–6.

26. Dusing SC, Thorpe DE: A normative sample of temporal and spatial gait
parameters in children using the GAITRite electronic walkway.
Gait Posture 2007, 25(1):135–9.

27. McAndrew Young PM, Dingwell JB: Voluntary changes in step width and
step length during human walking affect dynamic margins of stability.
Gait Posture 2012, 36(2):24–219.

28. Mari S, et al: Turning strategies in patients with cerebellar ataxia.
Exp Brain Res 2012, 222(1–2):65–75.

29. England SA, Granata KP: The influence of gait speed on local dynamic
stability of walking. Gait Posture 2007, 25(2):172–8.

30. Dingwell JB, et al: Slower speeds in patients with diabetic neuropathy
lead to improved local dynamic stability of continuous overground
walking. J Biomech 2000, 33(10):1269–77.

31. Patla AE, et al: Understanding the contribution of binocular vision to the
control of adaptive locomotion. Exp Brain Res 2002, 142(4):551–61.

32. Patla AE: Understanding the roles of vision in the control of human
locomotion. Gait Posture 1997, 5(1):54–69.
33. Nakamura T: Quantitative analysis of gait in the visually impaired.
Disabil Rehabil 1997, 19(5):194–7.

34. Kumar S: Wolfram syndrome: important implications for pediatricians
and pediatric endocrinologists. Pediatr Diabetes 2010, 11(1):28–37.

35. Sutherland DH, et al: The development of mature gait. J Bone Joint Surg
Am 1980, 62(3):336–53.

36. Hillman SJ, et al: Development of temporal and distance parameters of
gait in normal children. Gait Posture 2009, 29(1):5–81.

doi:10.1186/1750-1172-7-92
Cite this article as: Pickett et al.: Early presentation of gait impairment in
Wolfram Syndrome. Orphanet Journal of Rare Diseases 2012 7:92.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Participants
	Gait assessment
	Dependent variables
	Data analysis

	Results
	Between group spatiotemporal gait data
	Between task spatiotemporal gait data
	Tandem walking
	Age
	Vision, balance and gait

	Discussion
	Limitations

	Conclusions
	Competing interests
	Authors’ contributions
	Authors´ information
	Acknowledgements
	Funding
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


