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Gluten Induces Subtle Histological Changes in Duodenal
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Abstract: Background: Histological changes induced by gluten in the duodenal mucosa of patients
with non-coeliac gluten sensitivity (NCGS) are poorly defined. Objectives: To evaluate the structural
and inflammatory features of NCGS compared to controls and coeliac disease (CeD) with milder
enteropathy (Marsh I-II). Methods: Well-oriented biopsies of 262 control cases with normal gas-
troscopy and histologic findings, 261 CeD, and 175 NCGS biopsies from 9 contributing countries
were examined. Villus height (VH, in um), crypt depth (CrD, in pm), villus-to-crypt ratios (VCR),
IELs (intraepithelial lymphocytes/100 enterocytes), and other relevant histological, serologic, and
demographic parameters were quantified. Results: The median VH in NCGS was significantly
shorter (600, IQR: 400-705) than controls (900, IQR: 667-1112) (p < 0.001). NCGS patients with Marsh
I-II had similar VH and VCR to CeD [465 pm (IQR: 390-620) vs. 427 pm (IQR: 348-569, p = 0.176)].
The VCR in NCGS with Marsh 0 was lower than controls (p < 0.001). The median IEL in NCGS
with Marsh 0 was higher than controls (23.0 vs. 13.7, p < 0.001). To distinguish Marsh 0 NCGS from
controls, an IEL cut-off of 14 showed 79% sensitivity and 55% specificity. IEL densities in Marsh
I-II NCGS and CeD groups were similar. Conclusion: NCGS duodenal mucosa exhibits distinctive
changes consistent with an intestinal response to luminal antigens, even at the Marsh 0 stage of
villus architecture.
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1. Introduction

Wheat, especially for its gluten component, is well-known to be a worldwide ma-
jor food antigen. As such, its role has been implicated in several disorders, including
celiac disease, dermatitis Herpetiformis, wheat allergy, gluten-induced ataxia and, more
recently, in non-coeliac gluten sensitivity (NCGS). The expanding spectrum of gluten re-
lated disorders, from typical CeD to atypical CeD presentation, has now advanced into a
new dimension with emerging recognition of the condition known as “non-coeliac gluten
sensitivity” [1-3]. ‘Non-coeliac’ implies the absence of autoantibodies in the presence of
gluten-induced symptoms in susceptible individuals. Non-coeliac has also been classified
as gluten sensitivity with normal or nearly normal histology. However, possible micro-
scopic and sub-microscopic [4] enteropathies that may overlap with the NCGS group have
not, so far, been systematically evaluated. In addition, evidence to support the view that
NCGS could exclusively present with normal histology or a milder enteropathy is lacking.

Systemic immune activation is reported to damage the intestinal epithelium [5-7] in
NCGS. The genetic and host immune responses are recognised by increased intraepithelial
CD3(+) T cells and increased cytokines as a response to a gluten challenge [8].

The factors contributing to the variability of mucosal changes in CeD are insufficiently
explored and there are no acceptable explanations in the current literature as to why the
immune reactions involved in NCGS and some CeD patients [6] induce only mild or
minimal mucosal changes.

In NCGS, similar to CeD, gluten and other factors may cause alterations in villus
morphology [9,10] and remodelling of intestinal mucosa [11-13]. Nevertheless, severe
gluten-induced mucosal damages in antibody-negative patients [14,15] is not recognized
to be a feature of NCGS despite similar clinical presentation and identical HLA class
II haplotype frequency [16]. When the initial gluten-sensitive seronegative individuals
were reported [17], NCGS was not recognised. Therefore, the severity of small bowel
mucosal damages in NCGS is still contentious and has become even more complicated since
histology is not even a mandatory part of the diagnostic work-up for NCGS [18]. Indeed,
the exclusion of CeD is frequently assumed through negative serology. Erroneous reports of
mucosal “atrophy” also preclude accurate understandings of the mucosal histopathogenesis.
In fact, neither CeD nor NCGS mucosal changes could be due to an atrophic process
simply because structural recovery of villi ensues in most cases following removal of the
immunogenic antigens [19].

New data on NCGS histology presented in this report quantified the morphological
changes in CeD with milder enteropathies (Marsh I-II) in comparison with NCGS, with the
aim of delineating the histological spectrum of NCGS and its distinction from normal in-
testinal mucosa. In addition, we aimed to (i) quantify the eosinophils as an additional cause
of NCGS and (ii) delineate clustering or linear distributions of IELs in villus epithelium or
deeper lamina propria [20-22].

Furthermore, we assessed the double-blind placebo-controlled (DBPC) gluten chal-
lenge diagnostic strategy compared to an open gluten challenge policy for the diagnosis
of NCGS.

2. Methods and Materials

This multicentre study was designed by clinicians and expert pathologists at the
International Meeting on Digestive Pathology, Bucharest 2017. The study is based on a
harmonised methodology for histological evaluation as conducted between investigators
with interobserver agreement. Participants consisted of 23 tertiary centres with clinical and
pathological expertise in CeD, NCGS, DH, and gluten or wheat allergies from 9 countries
on 4 continents. Archived histology slides of 698 patients were randomly recruited from
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Australia (n = 20), Finland (n = 20), India (n = 25), Iran (n = 37), Italy (n = 239), Romania
(n =10), Turkey (n = 30), UK (n = 166), and USA (n = 151) (Supplementary Table S1).
Those slides were from patients diagnosed with CeD Marsh I-1I histology (1 = 261), NCGS
(n =175), and 262 controls fulfilled our inclusion and exclusion criteria as formulized in a
single agreed protocol. The inclusion and exclusion criteria for controls were similar to our
previous study [9], as follows: The control group were included only if they had negative
tTG and/or EMA. We included patients with anaemia and weight loss unrelated to the
upper gastrointestinal tract with normal biopsies. Patients with infection (e.g., H pylori),
bacterial overgrowth, functional dyspepsia, history of major abdominal surgery, liver
disease, food intolerance, decompensated diabetes mellitus, or thyroid disease, patients
using non-steroidal anti-inflammatory drugs (NSAIDs), and patients with any other liver
or gastrointestinal disorders or diagnosis were excluded.

Patients were diagnosed in leading tertiary centres and biopsies were performed based
on presentation with symptoms compatible with CeD or NCGS. All patients included in
this study (CeD and NCGS) were untreated and the intestinal biopsies were taken before
starting a gluten free diet. Details of inclusion and exclusion criteria are delineated in
supplementary documents.

Biopsies were taken both from the duodenal bulb (D1) and distal duodenum (D2) as
recommended by the International Guidelines. All selected cases had concordant pathology
in terms of Marsh I or II histology in D1 and D2 biopsies. However, histopathological
measurements were limited to the well-oriented D2 biopsies as villi are shorter and archi-
tecturally distorted due to Brunner’s glands in the duodenal bulb.

Our morphometric and quantitative examinations provided objective measurement
of enteropathy by using villus height (VH), crypt depth (CrD), VD:CrD ratio and intraep-
ithelial lymphocyte count (per 100 enterocytes). Intraepithelial lymphocytes were counted
per 100 enterocytes covering the villous epithelium of the entire villus for the total IEL
count of each case. IEls per individual villus were calculated by counting 10 consecutive
well-oriented villi and then averaging, while IELs per individual crypt were calculated by
counting 10 consecutive well-oriented crypts and obtaining the average.

Some studies suggest a continuous and even distribution of IELs is indicative of
CeD [23] and a non-specific increase in IELs is more likely to decrease along the villus tip.
Therefore, we assessed the percentage of villi with increased IELs (PVIIEL) and also the
percentage of villi with even distribution of IELs (PVEIEL) and their distribution in the
crypt epithelial mucosa.

Further evaluation was made of the inflammatory cell infiltrate in the lamina propria
with a particular focus on eosinophil count (>5 eosinophils per high-power field (HPF)
at x40 magnification) [20,22,24]. A supplementary micrograph summarizes the steps
included in the morphometric analysis of the duodenal mucosae.

Interclass correlation coefficient: see supplementary material.

2.1. Ethical Considerations

This study involved the rescoring of archived histology slides and the removal of all
identifiable medical information, and analyses were performed using anonymized data.
The data collection was in line with clinical best practice policies with approval by research
and development departments of countries involved under the Reg.No 565 at Milton
Keynes University Hospital, Milton Keynes, UK. The study was also approved by the ethical
committee of the Research Institute for Gastroenterology and Liver Disease, Shahid Beheshti
University of Medical Science, Tehran under the Ref.No: IR SBMU.RETECH.REC.1399.1003.

2.2. Statistical Analysis

The distribution pattern of all continuous variables across the three main groups
of NCGS, CeD and control biopsies are presented as median and interquartile range
(IQR). Differences between NCGS and other groups were tested using both adjusted and
non-adjusted models. In models, various general linear models were used, in which the
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histological parameters in a continuous form (or their log-transformed equivalent when
data were obviously asymmetric, defined by skewness and kurtosis beyond the range of
—1 to 1) were the dependent variables and histological groups were independent variables.
Country, age, and sex were used as adjusting factors and covariates. For receiver operating
curve (ROC) analyses of IEL density in the overall cohort and subgroups, area under the
curve area (AUC) was calculated under non-parametric assumption. All tests of significance
were set to p < 0.05 in two-sided tests.

3. Results
3.1. A. General Characteristics of Groups

In this multicentre cross-sectional study, endoscopic biopsy specimens from a to-
tal of 698 participants were evaluated, including 175 NCGS patients, 261 CeD patients,
and 262 control subjects. Details of recruited subjects by group, centre, and country are
presented in the Supplementary Table S1. The median age of the NCGS group (37.0,
IQR: 27.0-47.0) was similar to the CeD patients (38.0, IQR: 23.0-51.0) (p = 0.839) but younger
than the control group (43.0, IQR: 30.5-57.0), (p < 0.001). Only 4.0% of NCGS patients were
under 18 years, similar to the control group (5.3%, p = 0.650) but significantly different from
the CeD group, where 16.5% were under 18 years (p < 0.001). A total of 82.9% of NCGS
patients were women, which was higher than the proportion of women in the control
(60.9%, p < 0.001) and CeD groups (67.0%, p < 0.001).

There was a range of gastrointestinal and non-specific symptoms recorded as the
predominant symptom at the time of diagnosis (Supplementary Table S3). When the
structural changes in the histology were classified by Marsh’s grading system [25], 53%
of NCGS patients were Marsh 0, and 47% were Marsh I/11. All control participants were
Marsh 0 and all in the CeD group were Marsh I-II histology.

3.2. B. Mucosal Characteristics in NCGS, Coeliac, and Normal Mucosa

B1. Villus Height (VH): Villus heights were significantly shorter in NCGS patients
than in the controls [600 um (IQR: 400-705) vs. 900 um (IQR: 667-1112), p < 0.001] and
significantly longer than the CeD patients [600 um (IQR: 400-705) vs. 427 um (IQR: 348-569),
p <0.001] (Figure 1 and Table S4).

Villus Height (VH)

1300- i- p<0.001 H p<0.001 :f
1200+ . é "'o.:.'::';'..".:%
1100+ ‘ = T
- (J -o\uo'uu%'
1000 -t -
ot B - e
800- f.g - g
€00~ :o o’w o Gt
600+ %
. e
500 Qun . :,.aa
400+ *
300- ~
200- ¢
100 ope T T
Celiac NCGS Control

Figure 1. Villus height (um) in NCGS compared to CeD and controls, entire cohort.
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The significance of the shorter villous height in NCGS patients compared to controls
persisted, even after limiting the analysis to Marsh 0 specimens [617 pm (IQR: 549-863) vs.
900 pm (IQR: 667-1112), p < 0.001]. When comparing villus height in Marsh I/1I NCGS
with the same grade CeD specimens, NCGS patients had a similar villus height to the CeD
group [465 pm (IQR: 390-620) vs. 427 pm (IQR: 348-569, p = 0.176). The villus height in
Marsh I-II were significantly shorter than controls (p < 0.001), accounting for the country,
age, and gender of the patients (Supplementary Figure S1).

B2. Crypt Depth (CrD): The median crypt depth (CrD) was significantly longer (deeper)
in the NCGS group than the controls [296 um (IQR: 205-300) vs. 222 pum (IQR: 158-294),
p < 0.001) but similar to the CeD group [296 pm (IQR: 205-300) vs. 269 um (IQR: 182-323),
p = 0.462] (Figure 2 and Supplementary Table 54).

Crypt Depth (CrD)

p=0.462 p<0.001

Ve N o o_=N

P §

*

Celliac NC.GS Cor;trol

Figure 2. Crypt depth (um) in NCGS compared to CeD and controls, entire cohort.

The longer crypts in NCGS cases compared to controls remained significant even
after limiting analysis to Marsh 0 specimens [296 pm (IQR: 261-300) vs. 222 um (IQR:
158-294), p < 0.001]. The CrD values were similar in Marsh I-II for both NCGS and CeD
groups [260 pm (IQR: 200-296) vs. 269 um (IQR: 182-323), p = 0.409)].

B3. Villus Height to Crypt Depth Ratio (VCR): The villus to crypt length ratio (VCR)
was significantly lower in NCGS patients compared to controls [2.1 (IQR: 1.6-2.5) vs. 4.0
(IQR: 2.9-5.6), p < 0.001] (Figure 3, and Supplementary Table S4). This was significant
even when the analysis was limited to Marsh 0 [2.1 (IQR: 1.8-2.4) vs. 4.0 (IQR: 2.9-5.6),
p < 0.001]. In contrast, the VCR in NCGS was significantly higher than the CeD group [2.1
(IQR: 1.6-2.5) vs. 1.9 (IQR: 1.3-2.5), p = 0.008] in the entire cohort. The VCR was also higher
in NCGS than CeD, when the analysis was limited to Marsh I-1I [2.1 (IQR: 1.5-2.6) vs. 1.9
(IQR: 1.3-2.5), p = 0.019].
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Figure 3. Villus height to crypt depth ratio (VCR) in NCGS compared to CeD and controls,
entire cohort.

3.3. C. Intraepithelial Lymphocytes (IELs)

C1. IELs in Villi: The median IEL density for NCGS patients [23 (IQR: 17-34)] was
significantly higher than controls [14 (IQR: 8-20), p < 0.001] and significantly lower than
the CeD group [40 (IQR: 31-50) p < 0.001] (Figure 4, Supplementary Figure 52 and Table S4).
Marsh 0 NCGS patients had significantly higher IEL densities than controls [18 (IQR: 14-23)
vs. 14 (IQR: 8-20), p = 0.010]. Comparing IEL densities between the Marsh I/II NGGS
and the Marsh I/1I CeD group showed slightly lower density in the NCGS mucosa, but
the difference did not reach statistical significance [33 (IQR: 27-44) vs. 40 (IQR: 31-50),
p =0.224].

To differentiate the NCGS from the control group, the ROC analysis, limited to Marsh
0, revealed 79% sensitivity and 55% specificity at a cut-off of 14/100 enterocytes for NCGS.
The area under the curve was 0.70 (95%CI: 0.63-0.76, p < 0.001) (Supplementary Figure S2A).
IEL densities in Marsh I-Il NCGS and CeD groups were similar and the ROC analysis failed
to differentiate NCGS from CeD with an area under the curve of 0.43 (95%CI: 0.35-0.65,
p = 0.065) (Supplementary Figure S2B).

C2. IELs in Crypts: The median IEL density in crypts in the NCGS group was similar
to the controls [4.0 (IQR: 2.0-7.3) vs. 3.0 (IQR: 2.0-6.0), p = 0.121] but lower than the CeD
group [6.0 (IQR: 3.0-11.7), p = 0.001] (Supplementary Figure S3). When the comparison
was restricted to Marsh 0, NCGS had a crypt IEL density similar to the controls [2.7 (IQR:
(1.0-5.0) vs. 3.0 (IQR: 2.0-6.0), p = 0.135]. Comparison between crypt IEL densities in
Marsh I/II NCGS and the CeD group showed similar results [6.0 (IQR: 2.9-12.0) vs. 6.0
(IQR: 3.0-11.7), p = 0.160].

C3. Percentage of Villi with Increased IEL (PVIIEL): Data of PVIIEL were available
for 550 (79%) cases of the entire cohort. The median PVEIEL in the NCGS group [50% (IQR:
19-89)] was significantly higher than the normal controls [0% (IQR: 0-10), p < 0.001] but
significantly lower than the CeD group [80% (IQR: 50-100), p < 0.001]. When restricted to
Marsh 0, PVIIEL in NCGS cases remained higher than the normal controls [20% (IQR: 0—42)
vs. 0% (IQR: 0-10), p < 0.001]. Comparing PVIIEL in the Marsh I/II NCGS to the Marsh I/11
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IEL/100EC

100+

CeD group showed similar percentages in both groups [80% (IQR: 50-100) vs. 80% (IQR:
50-100), p= 0.462] (Supplementary Figure S54).
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Figure 4. Intraepithelial lymphocytes (IELs) of villi in NCGS compared to CeD and controls,
entire cohort.

C4. Percentage of Villi with even distribution of IEL (PVEIEL): Data for PVEIEL
were available for 513 (73.5%) cases of the entire cohort. The median PVEIEL in the
NCGS group was similar to the normal controls [66% (IQR: 38-100) vs. 80% (IQR: 24—
100), p=0.631] and the CeD group [66% (IQR: 38-100) vs. 62% (IQR: 40-83), p= 0.655].
When the comparison was restricted to Marsh 0, there were no significant differences
between PVEIEL in the NCGS and the normal control group [50% (IQR: 26-100) vs. 80%
(IQR: 24-100), p= 0.637]. Similarly, when the analysis was restricted to Marsh I-1I, PVEIEL
was similar in NCGS and CeD groups [67% (IQR: 48-90) vs. 62% (IQR: 40-83), p= 0.937]
(Supplementary Figure S4).

3.4. D. Eosinophils in Lamina Propria

The density of eosinophils in the lamina propria (LPEO) was assessed in 294 (42%)
cases. The median LPEO density in NCGS [10 (IQR: 5-15) was similar to the normal
controls [15 (IQR: 10-18), p= 0.844] but significantly lower than CeD patients [16 (IQR: 7-29),
p < 0.001]. Patients with NCGS diagnosed by the open challenge approach had similar
eosinophil counts to NCGS cases diagnosed by the DBPC method [10 (IQR: 5-19) vs. 10
(IQR: 4-15), respectively p= 0.497].

3.5. E. Serological Assessment

Quantitative serological data was available for a total of 627 (89.8%) cases of the entire
cohort. A positive result on either TTG or EMA measurement was considered a positive
CeD serology result. By definition, none of the NCGS patients or normal controls but all
CeD patients had a positive TTG or EMA test or positive for tests both. None of the NCGS
patients or normal controls were positive but 118 (91.5%) of CeD patients were positive for
EMA serology.
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Serum TTG in NCGS was negative and significantly lower than that in CeD patients
[(2.0, IQR: 0.6-3.5) vs. (46.0, IQR: 24.0-95.0), p < 0.001] but was similar to the normal
control group [(2.0, IQR: 0.6-3.5) vs. (1.3, IQR: 0.6-2.4), p= 0.289]. Additionally, when we
compared TTG titre in Marsh 0 NCGS cases with normal controls (all Marsh 0), results were
similar in both groups, being 1.2 (IQR: 0.1-3.1) in NCGS and 1.3 in controls (IQR: 0.6-2.4),
p= 0.430. When the analysis was restricted to Marsh I and II histological grades, the NCGS
group had significantly lower TTG titre than the CeD patients [2.2 (IQR: 1.2-3.7) vs. 46.0
(IQR: 24.0-94.0), p = 0.010).

3.6. E. Histological Differences of NCGS Patients Diagnosed by DBPC versus OC

Among 175 NCGS patients, 110 (63%) patients were diagnosed by the open challenge
technique and the remaining 65 (37%) with the DBPC test. The median ages in the OC and
DBPC subgroups were similar [(38, IQR: 30-49) vs. (35, IQR: 25-43), p = 0.087]. Female
to male ratios were similar in the OC and DBPC subgroups (4.8:1 vs. 4.9:1, p = 1.000).
Patients in OC subgroup had significantly higher Marsh grades (Marsh above 0) compared
to DBPC (58% vs. 30%, p = 0.001). Additionally, the OC subgroup had shorter villus
heights than patients diagnosed with DBPC tests [500 (IQR: 376-635) vs. 695 (IQR: 600-900)
p < 0.001. However, their VCR were similar [2.06 (IQR: 1.60-2.51) vs. 2.18 (IQR: 1.80-2.85)
p = 0.350. The OC subgroup also had higher IEL densities than the DBPC subgroup [27.0
(IQR: 17.0-40.0) vs. 21.0 (IQR: 15.5-30.0) p = 0.006, but the two subgroups had a similar
eosinophil count, being [10.0 (IQR: 5.0-19.0) vs. 10.0 (IQR: 4.0-15.0), p= 0.497], respectively.

4. Discussion

This work is a unique global study using conventional histological criteria to elucidate
the major mucosal changes associated with non-coeliac gluten sensitivity (NCGS). Our
findings show that the intestinal mucosae in NCGS patients exhibited changes consistent
with mucosal immune response [4-6,26,27] to luminal antigenic stimulation. The NCGS
histologic alterations were characterized in 175 patients with the diagnosis, based on the
expert Salerno criteria [18], including both double-blind placebo-controlled (DBPC) and
open gluten challenge methods. However, no differences were identified between cases
diagnosed with the DBPC or open gluten challenge approach.

Our findings indicate that NCGS mucosae are associated with (i) reduced villus height,
(ii) increased crypt depth, (iii) increased lymphocyte infiltration of either villi or crypts and
corresponding alterations in villus/crypt ratios even at Marsh 0 stage. On quantification,
the TTG titres in NCGS cases were similar to the normal control population but markedly
lower than the CeD patients matched for Marsh I/1I histology.

Morphological changes identified in NCGS patients with Marsh 0 challenges the
current definition of a normal mucosa, as noted previously [11]. These findings therefore
clearly suggest a need for greater precision in delineating normal mucosae from minimal
mucosal changes, such as microenteropathy [4]. Our further analysis suggests that intestinal
villi in Marsh I-II might be shorter than controls when measured in a morphometric manner,
despite their pseudo-normal appearance at microscopy (Supplementary Figure S1).

A consensus on the extent of enteropathy in NCGS and any potential histological
difference between NCGS and CeD is lacking in the current literature. In addition, there
are only limited studies [21] that compare the IEL densities and the cut-off between milder
enteropathy like Marsh I-II in comparison with Marsh III like pathology.

We initially believed that IELs are overestimated by a factor of two in patients with
severe architectural distortion due to severely damaged epithelial cells [9]. However, a
similar IEL cut-off value of 25/100EC for both CeD and NCGS with Marsh I-II lesions in
this study brought evidence for the lack of credibility of this point of view.

In addition, the Marsh 0 stage seems to have a different meaning in NCGS in compar-
ison with normal controls [24], including differences in IEL counts [28] and measurable
microstructural abnormalities affecting the villus [29] and crypt architecture (Figure 5). The
IELs in the control group mucosae were 13.7/100EC with the majority between 5-10 per
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100 epithelial cells. Before the current study, the gap between 5-10 IEL/100EC and the
pathological threshold 25 IEL/100EC had not been adequately investigated. Architectural
aberrations seem to start from the Marsh 0 stage [25-29] as evident from the significant
villus/crypt ratio reduction [30] at this stage in NCGS patients.

Average values: IEL= 12/100EC, VH=764, CrD=179
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Figure 5. Architectural distortion at Marsh 0 stage. The measurable subtle changes that have been
considered as a component of the spectrum of normal mucosa represent a considerable part of
architectural distortion signifying the NCGS phenotype (B). This reflects in VH, VH/CrD ratio,
and the IEL infiltration that were significantly different in NCGS Marsh 0 (B) compared to healthy

control (A).

Our morphometric measurements as carried out in highly experienced leading tertiary
centres indicate progressive remodelling, including changes in villi and crypts, starting
from Marsh 0 stage and thus well before the Marsh II stage [29]. The truth seems to be that
the expansion of the crypt epithelium and quantifiable changes in villus structure [12,19,31]
start as early as the Marsh 0 stage, as demonstrated in our findings (Supplementary
Figure S2). Our study suggests that we need to revisit what can only be described as
minimal or subtle alterations, previously defined as “microscopic enteropathies” [4,32-35].
These alterations must not be dismissed as “non-specific”, as often stated, since these
changes nevertheless appear to be a clear response to the stimulating antigen. Instead,
they should, perhaps, be regarded as the more subtle changes in the rather wider-scale
spectrum of “gluten sensitive enteropathy”, wisely defined by Marsh three decades ago.
Nevertheless, despite the progress in our understanding of morphological changes in the
small intestinal mucosa, we emphasize that a diagnosis of NCGS based solely on histology
would have a poor accuracy or performance, and that there is a need for more specific and
sensitive diagnostic markers. Spanish studies report that the intraepithelial lymphocyte
(IEL) subpopulations evaluated by flow cytometry are useful to identify a profile named
‘coeliac lymphogram’, consisting of an increase in CD3+ T-cell receptor gamma-delta+ IEL
plus a concomitant decrease in CD3- IEL, which is considered highly accurate for CeD
irrespective of the degrees of enteropathies [36].
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A number of studies recently appeared in the literature concerning lamina propria
eosinophils, not only in eosinophilic gastroenteritis [24] but also as a diagnostic aid in
NCGS. In one study [20] counts of eosinophils >5 per high-power field (viewed through
x40 objective) in 18 NCGS patients were reported to be a marker of NCGS. In the sec-
ond study, [22] an increase in eosinophils was also reported, including in rectal mucosa.
Therefore, we specifically decided to focus on eosinophils, but as our large number of com-
parative counts shows, we were unable to verify these findings and the alleged diagnostic
utility of this finding reported in these other studies. Indeed, our counts of eosinophils
were lower in NCGS patients compared to both the CeD group and the normal controls.
Considering the conflicting data from the literature, in addition to the environmental and
immunologic factors that can influence the eosinophils in the intestinal mucosa, future
studies would be needed to explore the role and cell functional aspects in gluten-induced
mucosal inflammation.

In summary, based on the validated quantitative histologic analysis [37] and our inter-
observer agreement (IOA), we identified mucosal alterations associated with NCGS and
provided evidence that architectural distortion starts at the Marsh 0 stage. This suggests
that the spectrum of what is considered to be normal mucosa needs to be refined further so
it can be reliably distinguished from the minimal and subtle alterations of NCGS and CeD.
We endorse the IEL cut-off value of 25/100EC in CeD with microenteropathy in addition to
demonstrating the existence of mucosal changes that coexist between 5-10 IEL /100EC nor-
mal and the pathological threshold of 25 IEL/100EC in NCGS. Lamina propria eosinophils
do not appear to be useful for a diagnosis of NCGS.

Finally, our analysis showed no significant histological differences between those
patients subjected to a double-blind placebo-controlled diagnostic strategy compared to
patients who were included following a simple open challenge approach.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390 /nu14122487/s1, Figure S1: This analysis shows not only the
diversity of villus height in different countries but also demonstrate that intestinal villi’s are sig-
nificantly shorter in coeliac disease Marsh I-II compared to controls despite their normal looking
appearance; Figure S2: Differential performance of villus IEL density to separate NCGS from CeD
and controls groups; Panel A: NCGS versus controls, all are Marsh 0; Panel B: NCGS versus CeD, all
are Marsh I or II; Figure S3: Intraepithelial lymphocytes (IEL) of crypts in NCGS compared with CeD
and controls, entire cohort; Figure S4: Histomicrograph: This figure summarizes the histopathologic
evaluation Table S1: Contributing centres and countries by number of subjects in each study group;
Table S2: Predominant symptoms in three main groups; Table S3: Main histology and serology
parameters in NCGS compared to celiac and controls; Table S4: Results of inter-observer agreement
(IOA) study:.
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