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Abstract
Background: Constipation and faecal incontinence are not so uncommon in patients with multiple scler-
osis, impairing quality of life. The gut microbiota is altered in multiple sclerosis patients and likely con-
tributes to disease pathogenesis. Trans-anal irrigation has been proven to allow treatment of neurogenic
bowel dysfunction and may affect gut microbiota.
Objectives: The primary outcome was trans-anal irrigation effectiveness on constipation and faecal incon-
tinence. The secondary outcome was gut microbiota profiling compared to healthy subjects and during
trans-anal irrigation adoption.
Methods: We conducted a prospective cohort study on multiple sclerosis patients, screened with Patient
Assessment of Constipation Quality of Life questionnaire before undergoing constipation and faecal incon-
tinence scoring, abdomen X-ray for intestinal transit time, compilation of food and evacuation diaries and
faecal sample collection for gut microbiota analysis before and after 4 weeks of trans-anal irrigation.
Results and Conclusions: Eighty patients were screened of which nearly half had intestinal symptoms. The
included population (n= 37) was predominantly composed of women with significantly longer disease dur-
ation, higher mean age and disability than the excluded one (p<0.05). Twelve patients completed the trans-
anal irrigation phase, which led to significant improvement of bowel dysfunction symptom-related quality of
life, increase in gut microbiota diversity and reduction of the proportions of pro-inflammatory taxa (p<0.05).
Trans-anal irrigation was safe, satisfactory and could help counteract multiple sclerosis-related dysbiosis.
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Introduction
Constipation and faecal incontinence are not so uncom-
mon in patients with multiple sclerosis (MS), often
coexisting and alternating especially in patients with
higher disability and longer illness, reducing the
quality of life (QoL) due to limitations in social, occu-
pational and emotional life.1,2 Among the various treat-
ments directed towards neurogenic bowel dysfunctions,
trans-anal irrigation (TAI) is an emerging option that

allows for mechanical bowel emptying. TAI of the
rectum and colon is an irrigation method designed to
assist the evacuation of faeces by introducing water
from the anus with a purpose-made device. TAI con-
sents to restore the bowel function in case of both con-
stipation and faecal incontinence, by regularly
emptying the bowel, obtaining a bowel routine with
a possibility to choose the time and place of
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evacuation.3,4 Its efficacy and safety have been proven,
but patient acceptability and degree of effectiveness on
intestinal transit time (TT) have not been defined yet.

There is growing evidence demonstrating alterations in
the gut microbiota (GM) of MS patients, its correlation
with intestinal disorders and plausible immunological
links with MS pathogenesis.5,8 In particular, the
studies show an enrichment of pathobionts involved
in increasing intestinal permeability and inducing the
production of pro-inflammatory cytokines.9,10 On the
other hand, as in most dysbiotic states, the GM of
MS patients is depleted in typical health-associated
taxa, such as short-chain fatty acid producers from
the Lachnospiraceae and Ruminococcaceae families,
and other anti-inflammatory commensals.7

To our knowledge, the relationship between changes
in GM composition and TAI adoption has never
been explored in MS, as well as in other neurologic
diseases, except for a recent study on paediatric
patients with Spina bifida, who presented increased
abundance in Roseburia after TAI treatment, asso-
ciated with improved constipation and reduced
urinary tract infections.11 The objective of the pre-
sented study was to evaluate the efficacy of TAI on
bowel dysfunction correlated to MS, and its impact
on the GM structure.

Materials and methods
This was a monocentric, prospective, cohort, observa-
tional study conducted at the University Hospital of
Ferrara. All consecutive patients referred to the MS
Neurological Center of Ferrara University Hospital
were screened from May 2018 to November 2019 by
administering the Patient Assessment of Constipation
QoL questionnaire (PAC-QoL), a self-filled instrument
divided into two sections: B1–B6 section aims at doc-
umenting intestinal disorders on everyday life, while
section B7 measures patient satisfaction with own’s
bowel management.12 The inclusion criteria were
MS patients, both relapsing-remitting (RR) and pro-
gressive (active and inactive) form, aged ≥18 years,
residence in the Emilia Romagna Region (Italy) and
PAC-QoL score ≥32, as an arbitrary inclusive score
from previous epidemiological studies.13 The exclu-
sion criteria were Expanded Disability Status Scale
(EDSS) ≥7, other neurological diseases, inflammatory
bowel diseases (IBD), endocrine disorders, drugs
affecting intestinal transit, intestinal bleeding in the
last 3 months and ongoing infection.

The primary outcome was to evaluate the efficacy of
TAI on MS-related constipation and faecal

incontinence. The secondary outcome was the ana-
lysis of the baseline diversity and composition of
GM compared to healthy Italians matched by
GM-associated confounding factors (age, sex and
geography), and of GM variation during TAI
adoption.

Diverse questionnaires exploring different aspects of
functional intestinal disorders were adopted as
primary outcome measures to better focus and
compare functional results before and after TAI treat-
ment. In addition to PAC-QoL12 and the Neurogenic
Bowel Dysfunction Score (NBD),14 we used the
Agachan-Wexner (A-W) Constipation score15 and
the Obstructed Defecation Syndrome (ODS) ques-
tionnaire16 to measure constipation-related outcome
results; we adopted the Fecal Incontinence
Cleveland Clinic Index (FI-CCI)17 to measure faecal
incontinence-related outcome results.

Moreover, TAI effectiveness was determined by the
variation of the TT,18 the Bristol Stool Form Scale
(BSFS)19 and patient satisfaction, measured by the
Visual Analogue Scale (VAS).20 Figure 1 summarizes
the study protocol.

MS patients with PAC-QoL score ≥32 were offered a
visit at the Colorectal Clinic where their dietary and
evacuation habits were investigated in an interview
and they filled out the above-mentioned question-
naires. Patients were given 7-day food and evacuation
diaries, where recording also stool consistency
according to BSFS, and a container for the faecal
sample for GM analysis that was sent on ice to the
Pharmacy and Biotechnology Department of the
University of Bologna. Patients underwent radiologic
TT study with radiopaque markers according to the
Bouchoucha procedure revised by Abrahamsson.18

Food diaries were analyzed by a dietician. Patients
who completed the diagnostic phase were proposed
to adopt TAI with the use of the Peristeen device
(Coloplast A/S, Humblaebeck, Denmark), which con-
sists of a disposable rectal probe and a water tank.4

Water is instilled into the rectum by an insufflation
system that can be adjusted by patients: the irrigation
volume was 400 ml on alternate days. TAI training
was carried out by the healthcare personnel.
Afterwards, the patients continued TAI use independ-
ently for 4 weeks, scheduling the sessions to collect
the faecal sample once a week but the day after the
irrigation, and storing it in their home freezer. After
4 weeks of TAI use, patients filled in again the ques-
tionnaires mentioned above, brought back the food
and evacuation diaries, and the four faecal samples
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Figure 1. Summary of the study protocol.
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were collected with the timing mentioned above;
moreover, the TT study was repeated. Finally,
overall satisfaction with TAI treatment by VAS and
any adverse events (AEs) at 1 and 24 months after
treatment were recorded. Patients underwent neuro-
logical and colorectal examinations every 6 months
during the 24-month follow-up.

GM analysis by Illumina sequencing
Microbial DNA was extracted from faeces using the
repeated bead-beating plus column method, as previ-
ously described.21 The V3–V4 hypervariable regions
of the 16S rRNA gene were amplified using 341F and
785R primers, and then sequenced on an Illumina
MiSeq platform (Illumina, San Diego, CA, USA) at
Wellmicro Srl (Bologna, Italy). Sequencing reads
were deposited in the National Center for
Biotechnology Information Sequence Read Archive
(NCBI SRA; BioProject ID PRJNA825499).

Raw sequences were processed using QIIME with
default parameters.22 Length and quality-filtered
sequences were clustered into Operational Taxonomic
Units (OTUs) at 97% similarity using UCLUST,23 and
taxonomy was assigned using the RDP classifier and
the Greengenes database (released May 2013).
Publicly available GM sequences from healthy subjects
as well as other MS patients without significant bowel
symptoms were downloaded and processed as above.
Specifically, for healthy controls, we recovered
sequences from De Filippis et al. (23 subjects; NCBI
SRA SRP042234),24 Schnorr et al. (1 Italian;
MG-RAST mgp12183)25 and Biagi et al. (4 elderly
and 2 young subjects; MG-RAST mgp17761)26 (mean
age, 50.1 years; female/male ratio, 26/4). For MS
patients without significant bowel symptoms, we recov-
ered sequences from Saresella et al. (18 subjects; NCBI
SRA PRJNS633233)7 (mean age, 51.1 years; female/
male ratio, 12/6). Subjects were selected based on
GM-associated confounding factors (i.e. age, sex, geo-
graphical location and even drug intake forMS patients)
to minimize potential bias. Furthermore, all faecal
samples had been processed in the same laboratory and
then subjected to the sameanalysis steps.Alphadiversity
was estimated using Chao1, the number of observed
OTUsand the inverse Simpson index. For beta diversity,
Principal Coordinates Analysis (PCoA) was performed
on weighted and unweighted UniFrac distances, as
well as Bray–Curtis dissimilarity calculated on genus-
level relative abundances.

Statistical analysis
The calculation of the study size was based on the
overall reported success rate of TAI of 50% on

MS-related constipation and faecal incontinence.3

Given that about 200 patients are visited each year
at the MS centre, with an expectation of intestinal dys-
function in about 50% of patients visited and an
assumed dropout rate of 20% at 12 months, the final
sample size was determined to be 80 patients. The
Shapiro–Wilk test was used to assess the normality
of the distribution of continuous variables. In the pres-
ence of symmetry of the distributions, the variables
were represented with mean and SD or, in case of
non-normal distribution, with median and interquar-
tile range [1Q–3Q]; categorical data were expressed
as total numbers and percentages.

Statistical comparisons of continuous variables were
assessed using the Mann–Whitney test for unpaired
variables and the Wilcoxon signed-rank test for
paired variables. The Spearman’s rank correlation
coefficient (ρ) was used to calculate the correlation
between continuous variables. All analyses were per-
formed using Stata 15.1 SE (Stata Corporation,
College Station, TX, USA). As for GM, statistical
analyses were carried out on R version 3.6.2 (https://
www.r-project.org/) using the packages ‘made4’ and
‘vegan’. A permutation test with pseudo-F ratio was
used to assess the significance of separation in
PCoA. The Wilcoxon test (paired or unpaired as
needed) was used to assess significant differences in
alpha diversity and relative taxon abundance
between groups, while the Kruskal–Wallis test was
used for multiple comparisons. Kendall rank correl-
ation test was used to assess associations between
genus-level relative abundances and MS-related
bowel dysfunction variables. When necessary,
p-values were corrected for multiple comparisons
using the Benjamini–Hochberg method. A p-value
<0.05 was considered statistically significant, while
a p-value <0.1 a tendency.

Results
The total duration of the study was 3 years. Of the 80
MS patients recruited, 37 (46.25%) had a PAC-QoL
value >32 so they were included in the diagnostic
phase. Of these, 17 (45.9%) completed the diagnostic
phase and the TAI treatment was proposed. Once the
diagnostic phase was completed, 82.3% of patients
(14 out of 17) accepted TAI. Three patients refused
TAI because they were satisfied with their bowel
regimen. Two patients interrupted it at the beginning
for diverticulitis and non-specific abdominal pain.
Twelve patients (70.6%) completed the TAI phase
and were included for TAI efficacy assessment and
GM analysis (Figure 2). Demographic and baseline
characteristics differed significantly between included
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(with constipation) and excluded (without constipa-
tion) patients (Table 1a). Mean age was less than 50
years, but it was significantly higher in the included
group. The proportion of women was significantly
higher in both groups. The RR form was more repre-
sented in both populations. The average duration of
MS and EDSS were nearly doubled in included
patients. Table 1b shows the questionnaire scores con-
cerning the QoL and bowel dysfunction characteris-
tics in included patients. Among the 12 patients (all
women)whoadoptedTAI,weobservedastatisticallysig-
nificant reduction in PAC-QoL B1–B6 with a correlated
increase in section B7, and a significant reduction in
NBD, A-W constipation score, ODS score and FI-CCI
(p<0.05); we also noticed a reduction in TT values
without reaching statistical significance (Table 2). No
changes in BSFS score (Supplementary Figure 1) nor in
dietary regime (Supplementary Figure 2) were observed
after TAI adoption. Patient satisfaction with TAI was
very high even at 24 months (Supplementary Figure 3).

Median follow-upwas 28months [IQR: 18−33]: 83.3%
of patients were still using TAI after 24 months and no
relapse of disease-related symptoms occurred.

We observed two adverse effects (AEs): a woman
who had a history of diverticulosis discontinued
TAI for diverticulitis. After conservative medical
therapy she was immediately well, but we preferred
not to resume TAI treatment. Another woman who
had a history of endometriosis interrupted TAI treat-
ment at the beginning because of non-specific abdom-
inal pain probably related to adhesion syndrome.
Even after stopping TAI treatment, the patient had
further episodes of abdominal pain and underwent
surgical lysis of adhesions successively.

GM analysis
GM was profiled for 17 MS patients at baseline and
for 12 of these during TAI adoption. The 16S rRNA
gene sequencing was performed on a total of 66
faecal samples, yielding 1,573,181 reads (mean±
SD; 23,836± 8163) that were clustered into 12,107
OTUs. The GM of MS patients at baseline (T0) was
compared with that of age- and sex-matched healthy
Italians living in the same geographical area, from
publicly available databases.24,26 According to the
inverse Simpson index, MS patients tended to show
greater alpha diversity (p= 0.08) (Figure 3a). PCoA
of inter-individual variation, based on Bray–Curtis
dissimilarity between the genus-level profiles,
showed significant separation between groups
(p = 0.001) (Figure 3b). The GM profile of MS
patients was characterized by profound

deconstruction even at high taxonomic levels. In par-
ticular, we found significantly increased proportions
of the phylum Verrucomicrobia, Actinobacteria and
Proteobacteria, and reduced amounts of
Bacteroidetes (p< 0.05) (Supplementary Figure 4A).

At family level, the GM of MS patients was enriched in
generally subdominant taxa, such as Actinomycetaceae,
Methanobacteriaceae, Verrucomicrobiaceae, Peptost
reptococcaceae, Turicibacteraceae, Coriobacteria
ceae, Enterococcaceae, Enterobacteriaceae and
Streptococcaceae, while depleted of the health-
associated family Ruminococcaceae (p<0.05)
(Supplementary Figure 4B). The main discriminating
genera included Akkermansia, Methanobrevibacter
and several pro-inflammatory and pathobiont taxa,
such as Collinsella, Eggerthella and Adlercreutzia (all
belonging to Coriobacteriaceae), Enterococcus,
Streptococcus, [Ruminococcus] and [Eubacterium],
whose proportions were greater in MS patients than
in healthy controls (p<0.05) (Figure 3c). On the
other hand, the GM of MS patients was depleted in
health-associated short-chain fatty acid-producers,
such as Coprococcus, Roseburia and Lachnospira
(p <0.05). As for MS type, we found that
Streptococcus and [Ruminococcus] tended to be
enriched in the SP form (p≤ 0.07), while Clostridiales
in the RR form (p= 0.03). Notably, all the differences
reported above (except for the increase in alpha diversity
and Blautia proportions) were also observed when con-
sidering only the 12 MS patients who subsequently
adopted and completed TAI treatment (Supplementary
Figures 5 and 6). Furthermore, when comparing the
patients’ GM with that of other MS patients without
significant bowel symptoms from a previous study7

(Supplementary Figure 7), we found that the former
exhibited reduced alpha diversity (p= 0.01) and sig-
nificantly segregated from the latter in a Bray–Curtis
dissimilarity-based PCoA between genus-level profiles
(p= 0.01). Taxonomically, the patients in the present
study showed reduced proportions of Lachnospira,
Coprococcus and Ruminococcus, and increased pro-
portions of Actinomyces and Turicibacte, compared to
patients without significant bowel symptoms (p<0.05).

GM dynamics were then assessed over time
during TAI adoption, from baseline (T0), once a
week up to 1 month. The alpha diversity metrics
used (Chao1 index and the number of observed
OTUs) showed a significant increase in diversity
over time (p < 0.05) (Figure 4a), while no differ-
ence was observed in beta diversity, based on
weighted and unweighted UniFrac distances (p=
1) (Figure 5).
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Overall, the phylum- and family-level compositional
structure of GM was maintained over time (Figure 4b),
except for an increase in the proportions of
Methanobacteriaceae and Peptostreptococcaceae, and
a decrease in Prevotellaceae (p<0.05). At genus level,
the main changes were the increase over time in
Methanobrevibacter, Adlercreutzia, Dorea, Acineto
bacter and Ruminococcus, and the decrease in
Prevotella, Dialister and Phascolarctobacterium (p<
0.05) (Figure 4c). Proportions of Enterococcus also
tended to decrease over time (p<0.1). After a significant
reduction at T1, both Faecalibacterium and Veillonella
recovered the same relative abundances as at baseline.

Correlations between the relative abundances of bac-
terial taxa and MS-related bowel dysfunction vari-
ables pre and post-TAI adoption were specifically
sought (Figure 6). Health-associated taxa such as
Bifidobacterium and Faecalibacterium were nega-
tively correlated with FI-CCI (p= 0.03, tau=
−0.562 and p= 0.01, tau=−0.665, respectively).
Other short-chain fatty acid producers from the
Lachnospiraceae family showed expected correla-
tions with PAC-QoL B7 (Anaerostipes, p= 0.06, tau
= 0.488), ODS (Anaerostipes, p= 0.07, tau= -0.482;
Blautia, p= 0.03, tau=−0.548), A-W constipation
score (Anaerostipes, p= 0.07, tau=−0.482) and TT
(Blautia, p= 0.09, tau=−0.432).

On the other hand, we found a positive correlation
between genera whose proportions decreased after

TAI adoption and NBD (Prevotella, p= 0.03, tau=
0.565), ODS (Enterococcus, p= 0.05, tau= 0.575)
and FI-CCI (Phascolarctobacterium, p= 0.07,
tau = 0.525).

Discussion
In the present study, nearly half of non-preselected
MS patients had bowel dysfunction symptoms, as
was reported by Preziosi et al.,1 but in contrast to
Bisecco et al.2 who found 22% of MS patients with
bowel dysfunction. Only partly, the incidence of
bowel dysfunction is related to the high disability
with EDSS values up to 6.5 and reduced mobility,
so this disagreement could be also explained by the
different diagnostic tools used: while Bisecco et al.2

utilized the NBD score, in the current study we
adopted the PAC-QoL that investigates not only the
severity of constipation but all the symptoms deriving
from bowel dysfunction, such as abdominal pain or
bloating. Moreover, we adopted multiple scores to
investigate the QoL (PAC-QoL and NBD) exploring
different aspects of bowel disorders with the A-W
Constipation score, ODS score and FI-CCI, evaluat-
ing TT, BSFS, diet and GM changes too, before and
after TAI treatment. Our results demonstrated that
the adoption of TAI with the Peristeen device resulted
in a significant clinical improvement in bowel symp-
toms, with PAC-QoL scores and all other assessment
tools being significantly reduced after 4 weeks of
treatment, as confirmed by previous studies that
have established the efficacy and tolerability of

Figure 2. Flow diagram summarizing the phases of patient enrolment according to STROBE statement.
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Peristeen device on defecation disorders in patients
with various neurological, dysfunctional and post-
surgical diseases.4,27 The regular use of Peristeen in

standardized times and volumes obtained the empty-
ing of the intestinal contents in few weeks, with suc-
cessful results also in terms of patient satisfaction and

Table 2. Differences between pre and post-trans-anal irrigation (TAI) adoption in the 12 patients who
completed the study.

Variables Pre-TAI (n= 12) Post-TAI (n= 12) P-value

PAC-QoL B1–B6, median [IQR] 44 [41.5–65] 27 [12–44.5] 0.0022*
PAC-QoL B7, median [IQR] 3.5 [1–5] 11.5 [7–12] 0.0024*
NBD, median [IQR] 6.5 [3.5–15.5] 1 [1–3.5] 0.0024*
A-W constipation score, median [IQR] 11 [9.5–15] 4 [3.5–6.5] 0.0021*
ODS score, median [IQR] 9 [7–14.5] 1 [1–3] 0.0022*
FI-CCI, median [IQR] 0 [0–5.5] 0 [0–2.5] 0.0466*
TT (hours), median [IQR] 76.8 [51.6–104.4] 56.4 [37.2–90.2] 0.3877

A-W, Agachan-Wexner constipation score; FI-CCI, Fecal Incontinence Cleveland Clinic Index; NBD, neurogenic bowel
dysfunction; ODS, obstructed defecation syndrome (or Altomare Questionnaire); PAC-QoL, Patient Assessment of
Constipation Quality of Life; TT, intestinal transit time.

Figure 3. The gut microbiota of multiple sclerosis (MS) patients compared to healthy controls. (a) Alpha diversity estimated
according to the inverse Simpson index for MS patients at baseline (T0) and age- and sex-matched healthy controls from the
same geographical area. A trend towards greater diversity was observed for MS patients (p= 0.08; Wilcoxon test). (b)
Principal Coordinates Analysis (PCoA) based on Bray–Curtis dissimilarity between the genus-level profiles of MS patients
and healthy controls. Significant separation between groups was found (p= 0.001; permutation test with pseudo-F ratio).
Ellipses include a 95% confidence area based on the standard error of the weighted average of sample coordinates. (c)
Boxplots showing the relative abundance distribution of genera differentially represented between study groups (p< 0.05;
Wilcoxon test).
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adherence to treatment; in fact, over 80% of patients
continued to use Peristeen at 24 months, and patient
satisfaction remained high over time. The AEs
observed at the beginning of treatment with TAI in
two patients do not represent a safety concern
related to the procedure itself but to patient selection:
diverticulosis and endometriosis are relative contrain-
dications to the use of TAI.

The TT did not show significant variations after TAI
treatment.18 This is actually not surprising for two
main reasons: (i) the 76.8 h pre-TAI average value
was not much higher than normal and (ii) the com-
plexity of the mechanisms underlying the neurogenic
bowel dysfunction results from a combined deficit of
colon peristalsis and rectal emptying with chronic
faecal retention.28,29 Similarly, stool consistency
recorded by BSFS, and patient’s diet did not vary
over time, confirming the dietary imbalances detected
in MS patients.30 TAI by itself cannot change them,
unless being associated with a proper dietary
regimen and/or supplementation with prebiotics and/
or probiotics.31

Regarding the analysis of GM, our results confirm that
the composition of GM in MS patients is profoundly
different compared to a healthy population of the
same age and sex, coming from the same geographical
area.5,6,8 The following dysbiotic features were in

fact observed at baseline: i) lower relative abundance
of health-associated taxa, mainly short-chain fatty
acid producers from the Lachnospiraceae (i.e.
Coprococcus, Roseburia and Lachnospira) and
Ruminococcaceae families and (ii) larger proportions
of the mucus lover Akkermansia and a range of gener-
ally subdominant taxa with pathogenic potential,
including Coriobacteriaceae (i.e. Collinsella,
Adlercreutzia and Eggerthella), Enterobacteriaceae,
Enterococcus, Streptococcus, [Ruminococcus] and
[Eubacterium]. It is worth noting that most of the
latter have already been found to be overrepresented
in MS patients and are known to degrade mucus and/
or to be associated with loss of barrier integrity and
pro-inflammatory responses,5,9 potentially contributing
to exacerbating MS symptoms. This could also be one
of the possible explanations for the earlier onset of
intestinal than neurological symptoms in some indivi-
duals. With specific regard to bowel dysfunction, it
should be noted that the dysbiosis of the patients in
our study only partially overlapped that of other
patients without significant bowel symptoms, which
on the one hand supports the involvement of some
microbes in MS in general (e.g. Akkermansia and
Collinsella) and on the other hand suggests that other
microorganisms may be specifically related to bowel
dysfunction. In particular, MS patients with bowel
symptoms showed even smaller relative abundances
of beneficial microbes (i.e. Lachnospira,

Figure 4. The gut microbiota dynamics in multiple sclerosis (MS) patients undergoing trans-anal irrigation (TAI). (a) Alpha
diversity estimated according to the number of observed Operational Taxonomic Units (OTUs) and the Chao1 index. A
significant increase was observed over time with both metrics (*, p< 0.05; Wilcoxon test). (b) Bar plots showing the phylum
(left) and family (right)-level composition of the gut microbiota (GM) of MS patients during TAI adoption. Only taxa with
relative abundance >0.1% in at least 1 sample are shown. (c) Boxplots showing the relative abundance distribution of genera
differentially represented over time (*, p< 0.05; #, 0.05<p< 0.1; Wilcoxon test). T0, baseline; T1–T4, samples collected once
a week during TAI adoption for up to one month.
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Coprococcus and Ruminococcus) and even higher pro-
portions of Actinomyces and Turicibacter. Although
not much information is available on these microorgan-
isms, Turicibacter has recently been identified as a
potential gut inflammation-related taxon,32 as well as
a possible marker of the chronic-progressive form of

MS,33 and it is known that Actinomyces could aggra-
vate lesions caused by inflammatory states by inducing
changes in the enteric environment and modulating
immune responses.34 As expected, MS-related GM
alteration was more severe in patients with progressive
form, who were particularly enriched in Streptococcus

Figure 5. Beta diversity of the gut microbiota of multiple sclerosis (MS) patients during trans-anal irrigation (TAI)
adoption. Principal Coordinates Analysis (PCoA) based on unweighted (left) and weighted (right) UniFrac distances
between faecal samples from MS patients during TAI adoption. No significant separation was found over time (p= 1;
permutation test with pseudo-F ratio). Ellipses include a 95% confidence area based on the standard error of the weighted
average of sample coordinates. T0, baseline; T1–T4, samples collected once a week during TAI adoption for up to 1 month.

Figure 6. Associations between genus-level relative abundances and ms-related bowel dysfunction variables before and
after the adoption of trans-anal irrigation (TAI). Statistically significant correlations (p< 0.05) or trends (p< 0.1) with an
absolute Kendall rank correlation coefficient >0.4 are shown. Black dots, T0 (baseline); blue dots, T4 (after 1 month of TAI
adoption).
A-W, Agachan-Wexner constipation score; FI-CCI, Faecal incontinence Cleveland clinic index; NBD, neurogenic bowel
dysfunction; ODS, obstructed defecation syndrome (or Altomare Questionnaire); PAC-QoL, patient assessment of
constipation quality of life.
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and [Ruminococcus]. On the other hand, it must be said
that these dysbiotic features found in MS patients
before TAI are different from those found in SCI
patients (Spinal Cord Injury), reinforcing the hypoth-
esis that MS dysbiosis is truly peculiar, potentially
pathognomonic, so it may indeed have an etiopathoge-
netic role.35

The adoption of TAI did not have a significant impact
on the overall structure of GM, but it did lead to an
increase in diversity (a hallmark of healthy gut), and a
number of compositional changes, some of which may
be favourable in the context of MS. In particular, we
observed a reduction in the proportions of Prevotella,
which has already been found enriched in MS patients
as well as in subjects with other autoimmune disorders,
where it may play a role in supporting an inflammatory
tone.8,36 We also found a tendency towards reduced
amounts of Enterococcus, a known pathobiont that
was overrepresented at baseline, and significantly
increased amounts of Ruminococcus, a short-chain
fatty acid producer generally prevalent in healthy
subjects, which was largely depleted prior to TAI adop-
tion. Interestingly, Prevotella, Enterococcus and
health-associated taxa (such as bifidobacteria,
Lachnospiraceae and Ruminococcaceae members)
showed expected correlations with MS-related bowel
dysfunction variables. It is therefore tempting to specu-
late that, while not dramatically impacting the GM struc-
ture, the adoption of TAI could favour some microbial
rearrangements associated with better overall intestinal
health. However, it should be noted that after treatment,
MS patients also showed increased levels of
Peptostreptococcaceae, less characterized microorgan-
isms but generally believed to be pro-inflammatory,37

andMethanobrevibacter, an archaeon typically enriched
in MS.5

Some limitations of the current study were the single
centre, the use of PAC-QoL to screen the population
only for constipation, and the small sample. However,
the study protocol required significant patient engage-
ment and half of the included patients did not com-
plete the diagnostic phase. It should be pointed out
that the patients were screened from MS
Neurological Centre to assess the presence of intes-
tinal dysfunction even if they did not report intestinal
symptoms as a priority over other symptoms.
Moreover, once the diagnostic phase was completed,
82.3% of patients accepted TAI but two patients dis-
continued it due to clinical problems. If we had
offered TAI directly to all included patients without
the diagnostic phase, the adherence rate to TAI treat-
ment would probably have been higher. Another

confounding variable to consider is the fact that the
increased engagement with clinicians monitoring
patient diet/bowels over the study period could have
influenced patient-reported symptoms and QoL, but
not the objective scores obtained from the A-W
Constipation, ODS and FI-CCI questionnaires.
Based on these limitations, we are planning to build
a multicentre study, with a larger number of patients
screened with NBD score, focused on functional
insights into the GM role in MS and related
bowel dysfunction, possibly employing other omics
techniques, such as shotgun metagenomics and
metabolomics.

Conclusions
This prospective single-centre study in the MS popu-
lation demonstrates that TAI with the Peristeen device
is not only safe and satisfactory, but also improves
symptoms and QoL related to neurological bowel
dysfunction, which affects approximately half of the
MS population. Furthermore, during TAI adoption,
GM diversity increased, while the proportions of
potential pathobionts decreased. These changes in
GM composition are not consequences of dietary
regimen improvements, so the healthier intestinal
environment can be fully ascribed to the TAI effect
on colonic dysfunction. Future studies with larger
cohorts are needed to better understand the role of
GM and its therapeutic implications which would
lead to the development of gut-directed treatments.

Acknowledgements

The authors would like to thank Coloplast, Italy for substan-
tive contribution with use of the Peristeen device.

Author’s contribution

Simona Ascanelli: Conception and design, analysis and
interpretation of data, drafting the article and final approval
of the submitted version.

Cristina Bombardini: Drafting and revising critically the
article and final approval of the submitted version.

Silvia Turroni, Federica D’Amico, Eleonora Baldi, Maria
Luisa Caniatti and Laura Chimisso: Acquisition, analysis
and interpretation of data, revising critically the article and
final approval of the submitted version.

Giorgia Valpiani and Chiara Morotti: Analysis and inter-
pretation of data, revising critically the article and final
approval of the submitted version.

Ascanelli et al.

www.sagepub.com/msjetc 11



Paolo Carcoforo, Valeria Tugnoli and Gabriele Bazzocchi:
Conception and design, revising critically the article and
final approval of the submitted version.

The entire manuscript has been revised according to the
STROBE statement checklist and guidelines.

Declaration of conflicting interests

The author(s) declared no potential conflicts of interest with
respect to the research, authorship, and/or publication of this
article.

Funding

The author(s) received no financial support for the research,
authorship, and/or publication of this article.

Ethical approval

This study was approved by the local Ethics Committee
with registration number UHFerrara170485. All procedures
performed in this study involving human participants were
in accordance with the 1964 Helsinki declaration and its
later amendments or comparable ethical standards. The
study was also registered on ClinicalTrials.gov with identi-
fier number NCT04599595.

Consent to participate and for publication

Informed consent to participate and for publication was
obtained from all individual participants included in the
study, legal guardians or parents where possible. All infor-
mation was kept confidential at all times, and data were col-
lected in a uniquely coded manner for each patient so that
biographical data could not be traced.

ORCID iDs

Simona Ascanelli https://orcid.org/0000-0002-1423-8576
Cristina Bombardini https://orcid.org/0000-0002-6585-7932

Supplemental material

Supplemental material for this article is available online.

References

1. Preziosi G, Gordon-Dixon A and Emmanuel A.
Neurogenic bowel dysfunction in patients with multiple
sclerosis: prevalence, impact, and management strategies.
Degener Neurol Neuromuscul Dis 2018; 8: 79–90.

2. Bisecco A, Fornasiero A, Bianco A, et al. Prevalence
and predictors of bowel dysfunction in a large multiple
sclerosis outpatient population: an Italian multicenter
study. J Neurol, 2022; 269: 1610–1617.

3. Preziosi G, Gosling J, Raeburn A, et al. Transanal irri-
gation for bowel symptoms in patients with multiple
sclerosis. Dis Colon Rectum 2012; 55: 1066–1073.

4. Emmanuel AV, Krogh K, Bazzocchi G, et al.
Christensen P and members of the working group on
trans anal irrigation from UK, Denmark, Italy,

Germany, France and the Netherlands. Consensus
review of best practice of transanal irrigation in
adults. Spinal Cord 2013; 51: 732–738.

5. Jangi S, Gandhi R, Cox LM, et al. Alterations of the
human gut microbiome in multiple sclerosis. Nat
Commun 2016; 7:12015.

6. Cekanaviciute E, Yoo BB, Runia TF, et al. Gut bacteria
frommultiple sclerosis patients modulate human T cells
and exacerbate symptoms in mouse models. Proc Natl
Acad Sci USA 2017; 114:10713–10718.

7. Saresella M, Marventano I, Barone M, et al. Alterations
in circulating fatty acid are associated with gut micro-
biota dysbiosis and inflammation in multiple sclerosis.
Front Immunol 2020;11:1390.

8. Barone M, Mendozzi L, D’Amico F, et al. Influence of
a high-impact multidimensional rehabilitation program
on the gut microbiota of patients with multiple scler-
osis. Int J Mol Sci. 2021; 22:7173..

9. Sjostrom B, Bredberg A, Mandl T, et al. Increased
intestinal permeability in primary Sjogren’s syndrome
and multiple sclerosis. J Translational Autommunity
2021; 6: 100082.

10. Chen J, Chia N, Kalari KR, et al. Multiple sclerosis
patients have a distinct gut microbiota compared to
healthy controls. Sci Rep 2016; 6: 28484.

11. Furuta A, Suzuki Y, Takahashi R, et al. Effects of trans-
anal irrigation on gut microbiota in pediatric patients
with Spina Bifida. J. Clin. Med 2021; 10, 224.

12. Marquis P, De La Loge C, Dubois D, et al.
Development and validation of the patient assessment
of constipation quality of life questionnaire. Scand J
Gastroenterol 2005; 40: 540–551.

13. Neri L, Basilisco G, Corazziari E, et al. Constipation
severity is associated with productivity losses and
healthcare utilization in patients with chronic constipa-
tion. United Eur Gastroent J 2014; 2: 138–147.

14. Krogh K, Christensen P, Sabroe S, et al. Neurogenic
bowel dysfunction score. Spinal Cord 2006; 44: 625–631.

15. Agachan F, Chen T, Pfeifer J, et al. A constipation scoring
system to simplify evaluation and management of consti-
pated patients. Dis Colon Rectum 1996; 39: 681–685.

16. Altomare DF, Spazzafumo L, Rinaldi M, et al. Set-up
and statistical validation of a new scoring system for
obstructed defecation syndrome. Colorectal Dis 2007;
10: 84–88.

17. Jorge JM andWexner SD. Etiology and management of
fecal incontinence. Dis Colon Rectum 1993; 36: 77–97.

18. Abrahamsson H and Antov S. Accuracy in assessment
of colonic transit time with particles: how many
markers should be used? Neurogastroenterol Motil
2010; 22: 1164–1169.

19. Saad JR, Rao SSC, Koch KL, et al. Do stool form and
frequency correlate with whole-gut and colonic transit?
Results from a multicenter study in constipated indivi-
duals and healthy controls. Am J Gastroenterol 2010;
105: 403–411.

20. Voutilaine A, Pitkäaho P, Kvist T, et al. How to ask
about patient satisfaction? The visual analogue scale
is less vulnerable to confounding factors and ceiling

Multiple Sclerosis Journal—Experimental, Translational and Clinical

12 www.sagepub.com/msjetc

https://orcid.org/0000-0002-1423-8576
https://orcid.org/0000-0002-1423-8576
https://orcid.org/0000-0002-6585-7932
https://orcid.org/0000-0002-6585-7932


effect than a symmetric Likert scale. J Adv Nurs 2016;
72: 946–957.

21. Turroni S, Rampelli S, Biagi E, et al. Temporal dynam-
ics of the gut microbiota in people sharing a confined
environment, a 520-day ground-based space simula-
tion, MARS500. Microbiome 2017; 5: 39. DOI: 10.
1186/s40168-017-0256-8.

22. Caporaso JG, Kuczynski J, Stombaugh J, et al. QIIME
allows analysis of high-throughput community sequen-
cing data. Nat Methods 2010; 7: 335–336.

23. Edgar RC. Search and clustering orders of magnitude
faster than BLAST Bioinformatics 2010; 26: 2460–
2461.

24. De Filippis F, Pellegrini N, Vannini L, et al. High-level
adherence to a Mediterranean diet beneficially impacts
the gut microbiota and associated metabolome. Gut
2016; 65: 1812–1821.

25. Schnorr SL, Candela M, Rampelli S, et al. Gut micro-
biome of the Hadza hunter-gatherers. Nat Commun
2014; 5: 3654.

26. Biagi E, Franceschi C, Rampelli S, et al. Gut microbiota
and extreme longevity. Curr Biol 2016; 26: 1480−
1485.

27. Midrio P, Mosiello G, Ausili E, et al. Peristeen
trans anal irrigation in paediatric patients with
anorectal malformations and spinal cord lesions: a
multicenter Italian study. Colorectal Dis 2016; 18:
86–93

28. Tanner S, Chaudhry A, Goraya N, et al. Prevalence and
clinical characteristics of dyssynergic defecation and
slow transit constipation in patients with chronic consti-
pation. J Clin Med 2021; 10; 2027.

29. Bazzocchi G, Balloni M, Poletti E, et al. Management
of bowel dysfunction in patients with central nervous

system diseases. In: Suprapontine lesions and neuro-
genic pelvic dysfunctions. Urodynamics, neurourology
and pelvic floor dysfunctions. Switzerland: Springer
Nature AG; 2020; 71–80.

30. Esposito S, et al. The role of diet in multiple sclerosis: a
review. Nutr Neurosci 2018; 21: 377–390.

31. Bazzocchi G, Giovannini T, Giussani C, et al. Effect of a
new synbiotic supplement on symptoms, stool consistency,
intestinal transit time and gut microbiota in patients with
severe functional constipation: a pilot randomized double-
blind, controlled trial.TechColoproctol2014;18:945–953.

32. Mo Q, Liu T, Fu A, et al. Novel gut microbiota patterns
involved in the attenuation of dextran sodium
sulfate-induced mouse colitis mediated by glycerol
monolaurate via inducing anti-inflammatory responses.
mBio 2021; 12:e0214821.

33. Gandy KAO, Zhang J, Nagarkatti P, et al. The role of
gut microbiota in shaping the relapse-remitting and
chronic-progressive forms of multiple sclerosis in
mouse models. Sci Rep 2019; 9:6923.

34. Li J, Li Y, Zhou Y, et al. Actinomyces and alimentary
tract diseases: a review of its biological functions and
pathology. Biomed Res Int 2018; 2018: 3820215.

35. Bazzocchi G, Turroni S and Bulzamini MC. Changes in
gut microbiota in the acute phase after spinal cord
injury correlate with the severity of the lesion. Sci
Rep 2021; 11: 12743.

36. Alpizar-Rodriguez D, Lesker TR, Gronow A, et al.
Prevotella copri in individuals at risk for rheumatoid
arthritis. Ann Rheum Dis 2019; 78: 590–593.

37. Turroni S, Petracci E, Edefonti V, et al. Effects of a diet
based on foods from symbiotic agriculture on the gut
Microbiota of subjects at risk for metabolic syndrome.
Nutrients 2021; 13: 2081.

Ascanelli et al.

www.sagepub.com/msjetc 13

http://dx.doi.org/10.1186/s40168-017-0256-8
http://dx.doi.org/10.1186/s40168-017-0256-8
http://dx.doi.org/10.1186/s40168-017-0256-8
http://dx.doi.org/10.1186/s40168-017-0256-8
http://dx.doi.org/10.1186/s40168-017-0256-8

	 Introduction
	 Materials and methods
	 GM analysis by Illumina sequencing
	 Statistical analysis

	 Results
	 GM analysis

	 Discussion
	 Conclusions
	 Acknowledgements
	 References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile ()
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 5
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Average
  /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 false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Average
  /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 false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /PDFX1a:2003
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError false
  /PDFXTrimBoxToMediaBoxOffset [
    33.84000
    33.84000
    33.84000
    33.84000
  ]
  /PDFXSetBleedBoxToMediaBox false
  /PDFXBleedBoxToTrimBoxOffset [
    9.00000
    9.00000
    9.00000
    9.00000
  ]
  /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 false
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks true
      /AddColorBars false
      /AddCropMarks true
      /AddPageInfo true
      /AddRegMarks false
      /BleedOffset [
        9
        9
        9
        9
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


