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A B S T R A C T

Purpose: Beside the well-known accuracy of non-EPI DWI techniques and relative ADC maps in detecting cho-
lesteatomatous tissue, ADC can also represent a useful tool for stratifying cholesteatoma risk of recurrence. Aim
of this study is to test the role of ADC in determining risk of recurrence for primary middle ear cholesteatoma,
proposing stratification based on pre-operative mean (mADC) and normalized (nADC) ADC values.
Methods: In this prospective study, 60 patients with primary unilateral middle ear cholesteatoma underwent a
three-years-long follow-up to assess the presence of recurrent disease after macroscopically complete excisional
surgery. Baseline MRI examination mADC and nADC values in the group with early evidence of recurrent
cholesteatoma were compared to the group with no evidence of recurrence by using T statistics.
Results: ADC values on pre-operative MRI examination were lower in cholesteatomas with early evidence of
recurrence, and statistical significance was slightly higher for nADC compared to mADC measurements. We also
determined a cut-off between the two groups, proposing stratification in high-risk of recurrence cholesteatomas
(mADC≤ 1000 or nADC<1.3) and low-risk cholesteatomas (mADC>1000 or nADC≥1.3).
Conclusions: ADC values resulted discriminating in identifying cholesteatomas with higher risk of early recur-
rence, both for mean and normalized ADC, with optimized tissue characterization and outcome prediction.

1. Introduction

Acquired primary middle ear cholesteatoma is a cystic-like pseudo-
neoplastic lesion of the middle ear cavity, typically arising from Prussak
space and epitympanum, formed by an inner core of lamellar keratin
desquamating debris lined with multi-layered squamous epithelium and
surrounded by mesenchymatous granulation tissue. Although benig-
nant, cholesteatoma shows a locally aggressive behaviour, with ten-
dency to erode and destruct the ossicular chain and the surrounding
bony structures [1].

Beside clinical and otoscopic examination, magnetic resonance
imaging (MRI) has proved to be the most accurate imaging tool for
demonstrating cholesteatoma presence and extension, largely relying
on specific techniques such as diffusion weighted imaging (DWI). On
DWI cholesteatoma shows pathognomonic restriction of water diffusion

related to its high keratin content, allowing for distinction from possible
mimickers including granulation tissue, cholesterol granuloma, and
other non-specific middle ear cavity filling tissues [2], either before or
after middle ear cavity surgery [3].

Among different DWI techniques, the superiority both in terms of
interpretability and reproducibility of non-echo-planar imaging (non-
EPI) DWI over conventional EPI sequences in identifying primary or
recurrent cholesteatoma has been validated by several literature studies
[2], [4–7]; the best diagnostic accuracy was obtained with multi-shot
(MSH) compared to single-shot (SSH) techniques [8–10]. Many Authors
proposed the use of DWI with respective apparent diffusion coefficient
(ADC) for detection and differential diagnosis of residual/recurrent
cholesteatoma [10–14], but no evidence emerged concerning the use of
ADC for pre-operative prediction of primary acquired cholesteatoma
recurrence after macroscopically complete excisional surgery.
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Moreover, ADC measurements are at least in part affected by acquisi-
tion technique, imaging system and post-processing platform used
[15,16]. ADC normalization, defined as the ratio between the ADC of
the lesion divided by the one of a normal reference tissue, can help to
correct for differences depending on technical factors and to reduce the
variation due to individual characteristics [17].

Aim of this study is to assess the role of mean (mADC) and nor-
malized ADC (nADC) in determining risk of recurrence for primary
middle ear cholesteatoma, proposing stratification based on pre-op-
erative values.

2. Materials and methods

2.1. Participants

From January 2010 to June 2016, of all patients followed at our
University Department, we prospectively recruited 60 subjects (29
males; 31 females; mean age 35.2±20.2y) with clinical suspicion and
MRI confirmation of primary acquired unilateral cholesteatoma con-
fined exclusively to middle ear cavity (27 right ear, 45 %; 33 left ear, 55
%), then verified at pathological examination. Neither congenital nor
residual/recurrent cholesteatoma were included in the study. All pa-
tients underwent a first pre-operative MRI within 15 days before first-
look surgery, followed by a second post-operative follow-up within
three months from macroscopically complete excisional surgery to as-
sess the presence of residual disease. Surgery consisted of open tym-
panoplasty (or canal wall down technique - 50/60; 83.4 %) or closed
tympanoplasty (or canal wall up technique - 10/60; 16.6 %), depending
on lesion location and pre-operative imaging evaluation, uniformly
carried out by the same surgical team to minimize procedure-related
variability (two otorhinolaryngologists respectively with 20 and 10
years of ENT surgery). Canal wall down technique was generally pre-
ferred to canal wall up technique due to the lower risk of disease re-
currence and long-term post-operative complications [18–20]. It should
be considered that DWI after canal wall down mastoidectomy can be
subject to higher risk of false-positive results; in this light we excluded
all patients with equivocal DWI restriction at 3 months post-operative
follow-up (probably due to wax-related artifacts) [20], as well as pa-
tients with patent residual cholesteatoma. Among canal wall down
techniques, no case of radical mastoidectomy (in which tympanic
membrane and ossicular chain are not reconstructed, exteriorizing
middle ear cavity and mastoid) was included. The exclusion criteria
applied were: low MRI quality due to motion artifacts and/or presence
of hearing implants; no pathological confirmation of middle ear cho-
lesteatoma after first-look surgery; MRI evidence of equivocal DWI re-
striction or residual disease after first-look surgery; patient loss to
longitudinal follow-up examination; MRI evidence of concurrent CNS
white matter disease.

Until June 2019, after post-surgical negative follow-up MRI, all
patients underwent a 3 years-long post-operative follow-up to clinically
and instrumentally assess possible relapses. Clinical follow-up ex-
amination was carried out every 6 months to detect potential hearing
worsening or emergence of new signs and symptoms of the underlying
pathology (with MRI performed in case of suspected recurrent disease);
patients with no clinical suspicion of recurrence underwent a routine
follow-up MRI after 3 years from surgery, also according to recent
evidences suggesting a mean recurrence interval of about 3 years from
the initial cholesteatoma surgery [19]. Patients were therefore divided
in two groups according to the presence or absence of recurrent middle
ear cholesteatoma within 3 years from surgery; no case of recurrent
cholesteatoma admixed with infection or abscess formation was pa-
thologically observed.

The protocol was formerly approved by local Ethical Committee and
written informed consent was preliminarily obtained from all patients
included in the study.

2.2. Imaging data acquisition, processing and analysis

The MRI examination, performed on the same 1.5 T MR unit (Philips
Intera, Philips Medical Systems, Netherlands) using an 8-channel head
coil, consisted of axial and coronal SE T1w, axial TSE T2w, axial 3D
T2w DRIVE, completed with coronal MSH non-EPI DWI sequence (20
slides; TR 3000 ms; TE 80 ms; thickness 3 mm; spacing between slices 2
mm; pixel bandwidth 290; FA 90; phase R>L; view size 2338 × 1228;
matrix 128 × 128; b = 0 and b = 800 s/mm2; 2 averages; acquition
time 2’40’’); during the acquisition, cardiac gating was performed to
limit possible patient-related artefacts due to heart pulse and blood
flow. ADC maps were automatically obtained on the console software
after DWI acquisition. The protocol did not routinely include the in-
travenous administration of gadolinium-based contrast media.

Baseline pre-operative MRI was examined in consensus by two
neuroradiologists with a long experience in the field of head and neck
imaging (respectively 15years and 5years). The two readers were asked
to place a free-hand polygonal region of interest (ROI) in the area of
suspected middle ear cholesteatoma on the most representative DWI
slice with higher b-value (b = 800), where abnormally restricted water
diffusion was more evident. The ROI was then automatically transferred
to the co-registered ADC map, to obtain mean ADC (mADC) values
within the lesion. A second circular ROI (diameter = 5 mm; about
20mm2) was placed in a reference site within the homolateral centrum
semiovale normal appearing white matter (NAWM) on the most re-
presentative DWI slice, and then automatically transferred to the co-
registered ADC map to obtain the corresponding ADC values. Finally,
for each patient the nADC ratio was calculated by dividing mADC value
of cholesteatoma by mADC value of NAWM (mean 875; min 609; max
1163; DS 140). For statistical purposes, the median of the two observers
measurements was then considered; inter-observer agreement in most
representative slices choice was 0.98.

2.3. Statistical analysis

Between-groups differences in terms of age, sex, side of the lesion
and surgical technique were tested by using the Mann-Whitney U. The
Kolmogorov-Smirnov D-Test for normality was used to confirm the
normal distribution of the collected ADC data; data were then plotted to
assess the intersection of the normal probability density functions.
Unpaired two samples Student t-test with a significance level p<0.01
was used to assess the difference between the two groups in terms of
mADC values and nADC values. ANCOVA F-test with p<0.01 was
further applied to test differences in ADC values including age, sex, and
lesions’ dimensions (expressed in mm2, on the same most representative
slice where ADC values were calculated) as covariates.

Finally, for recurrent lesions, Pearson’s Correlation was used to
measure the strength of the linear association of interval surgery-re-
currence with dimensions and ADC values of the cholesteatoma re-
spectively. All statistical analyses were performed using XLSTAT soft-
ware v.2019.1 (Addinsoft).

3. Results

During follow-up examinations 24 patients presented with patho-
logically confirmed recurrent cholesteatoma (mean time surgery-re-
currence: 25.3± 8.8 months; range 11–36 months), while 36 patients
showed no evidence of recurrence. An example of recurrent choles-
teatoma is shown in Fig. 1, whereas an example of primary cholestea-
toma with no evidence of recurrent disease at longitudinal follow-up is
shown in Fig. 2; a flow-chart with patients selection and drop-out over
time is shown in Fig. 3. No difference between groups was found in
terms of age (p = 0.53), sex (p = 0.88), side of the lesion (p = 0.92)
and surgical technique (p = 0.74).

The between-groups analysis with t-test was significant both for
mADC and nADC values (p<0.0001), with statistical significance

C. Russo, et al. European Journal of Radiology 125 (2020) 108915

2



Fig. 1. Right middle ear cholesteatoma in a 63-year-old woman with evidence of recurrence after about 28 months from first-look surgery. (A–D) Baseline MRI
examination: (A) axial T2w 3D TSE; (B) coronal T1w SE; (C) coronal ADC map showing the co-registered ROI within lesion’s margins; (D) coronal MSH non-EPI DWI.
(E) Coronal MSH non-EPI DWI 3 months after first-look surgery, showing absence of residual disease. (F) Coronal MSH non-EPI DWI 28 months after first-look
surgery, showing recurrent cholesteatoma.

Fig. 2. Left middle ear cholesteatoma in a 55-year-old man with no evidence of recurrence at 3 years-long post-operative follow-up. (A–D) Baseline MRI examination:
(A) axial T2w 3D TSE; (B) axial T1w SE; (C) coronal ADC map showing the co-registered ROI within lesion’s margins; (D) coronal MSH non-EPI DWI. (E) Coronal
MSH non-EPI DWI 3 months after first-look surgery, showing absence of residual cholesteatoma. (F) Coronal MSH non-EPI DWI 36 months after first-look surgery,
confirming no evidence of recurrence.
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slightly higher for nADC (p = 0.000012) compared to mADC (p =
0.000023). Recurrent cholesteatomas showed more restricted water
diffusion at baseline MRI examination with lower mADC (mean 861;
min 426; max 1229; DS 197) and nADC values (mean 0.952; min 0.542;
max 1.238; DS 0.180) compared to cholesteatomas with no evidence of
recurrence (mADC: mean 1242; min 695; max 2050; DS 395 - nADC:
mean 1.455; min 0.810; max 2.704; DS 0.417). Boxplot graph re-
presenting mADC and nADC values distribution in the two groups (no
recurrence vs. recurrent cholesteatoma) is shown in Fig. 4. Results were

further confirmed with F-statistics including age, sex, and lesions’ di-
mensions as covariates (p<0.01).

According to the Kolmogorov-Smirnov statistics, mADC and nADC
values did not significantly differ from a normal distribution, both in
recurrence (DmADC = 0.131 and DnADC = 0.123, respectively) and no
recurrence (DmADC = 0.148 and DnADC = 0.125, respectively) group.
When plotting the two Gaussian distributions on the same graph both
for mADC and nADC values, the intersection point of the normal
probability density functions of recurrent and non-recurrent disease

Fig. 3. Flow-chart showing participants selection and drop-out.

Fig. 4. Boxplot showing mADC (a) and nADC (b) values distribution in the group with no evidence of recurrent cholesteatoma at 3 years-long post-operative follow-
up (first column) vs the group with evidence of recurrent disease within 3 years from first-look surgery (second column).
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(representing the optimal cut-point between the two groups) [21]
corresponded to about mADC = 1000 (mADC = 1018) and nADC =
1.3 (nADC = 1.347) (Fig. 5). Finally the ancillary analysis on the re-
currence sub-group testing the association with the interval surgery-
recurrence showed a trend of positive correlation with ADC values
(rmADC = 0.59 and rnADC = 0.61), with earlier evidence of recurrence in
case of lower values. Conversely, no significant correlation (r = 0.02)
was found with lesion dimensions at baseline MRI examination (mean
area on the most representative slice 40mm2; min 8 mm2; max 200
mm2; DS 30 mm2). Results of Pearson’s Correlation are shown in Fig. 6.

4. Discussion

Our results showed a significant difference in ADC values on pre-
operative MRI examination between cholesteatomas with early evi-
dence of recurrence within three years from surgery, compared to
cholesteatomas with no evidence of recurrence at three years long
follow-up. We also determined a cut-off between these two groups
based on ADC values, proposing a new stratification in cholesteatoma
with high risk of early recurrence (mADC≤ 1000 or nADC<1.3) and
cholesteatoma with low risk of recurrence (mADC>1000 or
nADC≥1.3).

In recent times many studies highlighted the superiority of non-EPI
DWI over conventional EPI sequences in the diagnosis of middle ear

Fig. 5. Probability density functions of group with no
evidence of recurrent cholesteatoma at 3 years-long post-
operative follow-up (continuous curves) and group with
evidence of recurrent disease within 3 years from first-look
surgery (dashed curves), both for mADC (a) and nADC (b);
the intersection point of the curves, representing the op-
timal cut-point between the two groups, corresponds to
about mADC = 1000 and nADC = 1.3 (dotted lines).

Fig. 6. Pearson’s Correlation on the recurrence sub-group: (a) moderate positive association between interval surgery-recurrence and mADC values (r = 0.59); (b)
positive association between interval surgery-recurrence and nADC values (r= 0.61); (c) lack of association between interval surgery-recurrence and lesions’ area on
the most representative slice at baseline MRI examination (r = 0.02), respectively.
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cholesteatoma, mainly because of its ability in combining specificity for
keratin-containing tissues and spatial sensitivity even for small lesions
[2,3]. Indeed, non-EPI techniques have progressively become crucial
for the assessment of suspected cholesteatomas filling the tympanic
cavity, especially when detection of residual or recurrent disease after
middle ear surgery is required [10,12,13,22–24]. However, no data are
currently available on the use of DWI and corresponding ADC values for
pre-operative prediction of cholesteatoma recurrence. In this first
longitudinal study, we observed more restricted water diffusion and
lower ADC values at baseline MRI in recurrent cholesteatomas com-
pared to lesions with no evidence of early recurrence after three years
follow-up. Reasons determining such restricted water diffusion signal in
cholesteatoma still remain not entirely clear. The most accepted hy-
pothesis is that keratinizing squamous cells in the matrix produce high-
density keratin squames mixed with other sebaceous materials within
the inner core of the cyst, while inflammatory cells in the perimatrix
produce high levels of collagen fibres [25,26]; all these phenomena
provide a significant limitation in water diffusivity determining high
signal intensity on DWI sequences [22]. Differences among cholestea-
tomas could therefore be related to variable levels in hyperprolifera-
tive/hypersecretive activity of these external layers as well as to dif-
ferent keratin content within the lesion, with hypothesized lower ADC
values in lesions with a more aggressive biologic behaviour.

When testing differences between groups, although with no statis-
tical difference, nADC values resulted slightly more discriminating than
conventional mADC measurements in distinguish cholesteatomas with
higher risk of early recurrence from lesions with lower risk of recur-
rence. Indeed, it is well known that the generation of ADC maps and the
measurements of ADC values within a specific ROI can provide the
quantitative counterparty of DWI images. With this knowledge, over
time several Authors proposed cut-off values to distinguish cholestea-
toma from abscess [11] and non-cholesteatomatous granulation tissue
[12,13,27]. However, all these results were strongly affected by vendor,
field strength, DWI sequence performed, and post-processing software
adopted [15–17]; therefore cut-off values validity and reproducibility
among different institutions have never been validated, and their use in
daily clinical practice is still limited. ADC normalization represents a
possible promising approach to overcome this problem and to make
comparable data collected in different conditions. Although still at an
immature stage, the use of nADC produced encouraging results and was
implemented in different pathological conditions as well as in different
anatomical districts [28–33]. In particular ADC normalization has been
widely used in abdominal imaging with spleen as reference [29,30],
whereas its employment is relatively new in central nervous system and
in head and neck imaging [34–39]. For cholesteatoma imaging this type
of standardization, although tested on small samples and unrelated to
considerations of a prognostic nature, has already been proposed using
the pons or the cerebellum as a reference [40,41]. Conversely, we
suggest carrying out normalization using as reference the more con-
ventionally adopted NAWM, because easier to sample on a coronal
plane and less susceptible to artifacts. However, our study was per-
formed on a same 1.5 T MRI scanner with a specific DWI sequence;
therefore the consistency and the reproducibility of normalized values
should be further validated in different conditions to ensure that nADC
is comparable across vendors and institutions, independently of coil
system, sequence, or field strength.

Finally, the supplemental analysis performed on the recurrence sub-
group testing the association with the interval surgery-recurrence
showed a slightly positive correlation with lower ADC values, but no
significant correlation with lesion dimensions at baseline MRI ex-
amination. The findings suggest that risk of recurrence is mainly related
to cholesteatoma pathological characteristics rather than to lesions’
volume and local extension. This evidence further supports the relia-
bility of the proposed stratification in high- and low-risk of recurrence
cholesteatoma based on pre-operative nADC values. As an ancillary
observation, it should be noted that mean interval between surgery and

disease relapse in case of recurrence was about two years (25.3± 8.8
months; range 11–36 months). Repeated MR follow-up is therefore
crucial to rule out a small growing cholesteatoma despite a negative
first post-operative MRI, and some Authors proposed an annual DWI
follow-up also in case of apparently complete cholesteatoma surgery
[42]. However at present no consensus concerning the optimal follow-
up scheme has been reached. According to our findings, we therefore
suggest a closer but also prolonged DWI follow-up, especially in pa-
tients with ADC values highly suggestive for more aggressive choles-
teatoma behaviour.

One of the main limitations of the study is that the accuracy of DWI/
ADC in detecting residual disease is partly limited by the size of the
lesion, as some very small residual cholesteatomas could have been
missed at the first post-operative follow-up MRI examination.
Moreover, after histological confirmation, surgical specimens have not
been further examined by a pathologist to test the hypothesis that ADC
values in the two sub-groups could reflect a different composition of
cholesteatomas or a more prominent inflammatory perilesional activity.
Therefore future studies are warranted to confirm these initial findings,
as well as to implement the use of ADC normalization in routine clinical
practice.

5. Conclusions

Beside the well-known accuracy of non-EPI DWI techniques and
relative ADC maps in detecting cholesteatomatous tissue, ADC can also
represent a useful tool for stratifying primary middle ear cholesteatoma
risk of recurrence. Normalized ADC values resulted slightly more dis-
criminating than conventional ADC measurements in distinguish cho-
lesteatomas with higher risk of early recurrence from lesions with lower
risk of recurrence, with possible spillover effects on post-operative pa-
tients management and outcome prediction.
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