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Abstract

Introduction. Anti- Sacharomyces cerevisiae antibodies
(ASCA) represent the immunologic marker correlated with
Crohn’s disease because of their high specificity (80-95%).
The aim of this study is to confirm their value in a Romanian
population with IBD.

Material and methods. A prospective longitudinal study
was performed, which included patients admitted to the
Center of Gastroenterology and Hepatology Fundeni,
Bucharest, in 2000 with ulcerative colitis (33 patients) - UC
group, or Crohn’s disease (40 patients) - CD group, and a
control group (C) consisting of 22 healthy subjects. ASCA
determination from serum samples was performed at the
Erasmus University by ELISA technique.

Results. ASCA+ prevalence in CD group was 5 in 40
patients (12.5%), in UC group 0/33 (0%), 1/21 in C group
(4.9%), p= 0.05. ASCA+ phenotype was found only in
patients with CD diagnosed before the age of 40 years (A1),
p=0.04. Also, ASCA+ phenotype correlated significantly
with the colonic (L2) or ileocolonic (L3) extension (p=0.05).
ASCA+ status did not correlate with the evolutive pattern
of CD (stricturing, penetrating or non- stricturing non-
penetrating), and neither did the clinical severity.

Conclusions. ASCA+ prevalence in CD patients is much
lower compared with North-American or West-European
studies (12.5% versus 40-70%). In Romanian patients, ASCA
assessment may be helpful in achieving a diagnosis of
Crohn’s disease, especially in those younger than 40 years,
or in those with colonic or ileocolonic extension.

*This paper was published in abstract form in the Romanian
Journal of Gastroenterology 2003, 12, Suppl 1 p 56-57.
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Rezumat

Introducere. Anticorpii anti- Sacharomyces cerevisiae
reprezintd markerul imunologic corelat cu boala Crohn, fiind
utili n practica clinicd, pentru stabilirea diagnosticului
pozitiv, datorita inaltei specificititi (80-95%).

Material si metoda. S-a realizat un studiu prospectiv
longitudinal ce a inclus pacientii internati in CGEH Fundeni
in 2000 cu rectocolitd ulcero-hemoragici (33 cazuri)-lot CU
sau boald Crohn (40 cazuri)- lot BC, si lotul martor (M) (22
subiecti sdndtosi). Determinarea ASCA din probele de ser
s-a efectuat la Universitatea Erasmus.

Rezultate. Prevalenta bolnavilor ASCA+ in lotul BC a
fost de 5 din 40 cazuri (12,5%), in lotul CU 0/33 (0%), si 1/21
in lotul M (4,9%), p = 0,05. Fenotipul ASCA+ a fost gisit
numai la pacientti cu boald Crohn diagnosticati inainte de
40 ani (A1), p=0,04. De asemenea, ASCA+ s-a corelat
statistic semnificativ cu formele colonice (L2) sau
ileocolonice (L3), p=0,05. Prezenta ASCA nu a influentat
patternul evolutiv al bolii Crohn (stenozant, penetrant sau
non-stenozant non-penetrant) si nici severitatea clinicd sau
endoscopici.

Concluzii. Frecventa ASCA+ in boala Crohn este mult
redusd fatd de studiile nord-americane si vest-europene
(12,5% versus 40-70%). Dozarea ASCA poate fi importanta
in stabilirea diagnosticului pozitiv, in special la bolnavii
diagnosticati Tnainte de 40 ani gi la cei cu afectare colonic#
sau ileocolonica.

Introduction

Inflammatory bowel diseases (IBD) — Crohn‘s disease
(CD) and ulcerative colitis (UC) are characterized by non-
specific lymphocitic hyper-reactivity. The consequences are
the significant increase of intestinal plasmocytes secreting
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Ig G compared to those secreting Ig A and the presence of
autoantibodies in patients’ serum (1).

The significance of these autoantibodies is not yet
precisely known. They could represent an epiphenomenon,
with a not clearly established antigenic target, and without
implication in pathogenesis, but with some importance in
the differential diagnosis (2, 3).

The search for autoantibodies specific for IBD was due
to the necessity to identify subgroups of patients and to
predict the response to therapy. The following and other
antibodies are associated with IBD: perinuclear antineutrofil
cytoplasmatic ab (pANCA), antisacharomices cerevisiae ab
(ASCA), pancreatic autoantibody (PAB), antierytrocyte ab
(AEAL1S), antiendothelial cell ab (AECA), lymphocytoxic
ab, antiepitelial autoantibody (Anti p40) (3).

The diagnosis of CD and UC rely on clinico-pathological
signs and on the exclusion of infectious colitis and of other
types of colitis. The immunologic disturbances are crucial
in the pathogenesis of these diseases, and this leads to the
hypothesis that immunologic disturbances may be useful
for diagnosis.

Although these serum antibodies seem not to have
direct pathogenic importance, their level of specificity for
CD and UC indicates that they cannot be considered as
completely non-specific manifestations, secondary to
mucosal alteration or to inflammation. They seem to be
markers of immune disturbances and/or reflect cross-
reactivity with extrinsic factors, including comensal flora
(4). Still, a recent study by Seibold et al. on ASCA de-
monstrates that they might be able to drive inflammatory
actions (5).

Anti- Sacharomyces cerevisiae antibodies (ASCA) are a
very specific diagnostic marker in CD (6, 7). These anti-
bodies, of IgG and Ig A type, are directed against manose
sequences located in the wall of Saccharomyces cerevisiae.
The presence of IgG ASCA has 80-90% specificity for
Crohn’s disease. The finding of ASCA in serum could be
useful in differentiating CD from UC (8). The aim of this
study was to evaluate ASCA presence in Romanian patients
with IBD.

Material and methods

We performed a prospective longitudinal study,
including patients admitted to Fundeni Gastroenterology
and Hepatology Center, Bucharest, in 2000.

Ninety-nine patients were divided in three groups:

- CD group - 40 patients consecutively admitted with
CD;

- UC group - 33 patients with UC consecutively admitted
in the same year;

- Control group (C) - 22 healthy individuals, with similar
age and sex distribution. Patients with functional dyspepsia,
ulcer disease and gastritis of different causes (Helicobacter
pylori, non-steroidal antiinflammatory drugs) admitted to
the Endosopy Unit during 2000 were included in this group.

The following inclusion criteria were used:

- diagnosis established on endoscopic and histo-
pathological and/or radiological criteria;

- at least 1 year duration of the disease.

Patients on immunosuppressive therapy were excluded.

The CD patients were stratified to different subgroups
using the Vienna classification (9).

ASCA determination

All sera were obtained and preserved at minus 20
degrees Celsius. Blinded sera were sent for serologic assay
at Leuven University, Belgium. ASCA titer was assessed
by ELISA method, using:

- plates coated with mannan of Saccharomyces cerevisiae
(Medipan Diagnostica, Germany)

-100u! of serum diluted 1:50

- 100l horse radish peroxidase-labeled sheep anti-human
IgG+IgA for ASCA IgG or IgA determination

- 100ul of substrate (hydrogen peroxide) to obtain color
reaction

- reading at 450nm on an ANTHOS ht IT (VEL Leuven)
automatic photometer

- Cut-off value > 1 (ASCA IgA OR IgG positive) (ROC-
curves)

A cut-off calibrator was used and the ASCA values were
calculated by dividing the photometer reading of the serum
and the photometer reading of the calibrator.

Statistical analysis was performed using the Chi square
test, with the aid of Epi Info 6.04 programs.

Results

Study population

CD group

The gender distribution was the following: females 25/
males 15. The distribution of patients according to age at
diagnosis: age <40 yrs 67.5%, age>40 yrs 32.5%.

Regarding the disease behaviour - in 47.5% of the cases
it was non-stricturing, non-penetrating, in 35%: stricturing
and in 17.5% penetrating. Regarding disease extension see
Fig.1.
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Fig.1 Distribution of patients with Crohn’s disease after disease
extension.

The activity index of Crohn’s disease (CDAI):
- Median 210p. Min. 22 max.500

UC group
The gender distribution was the following: females17/
males16, the mean age (£ SD) 36.5 years= 20.
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The distribution of the patients regarding the clinical
severity (after Truelove) was: with mild severity: 66.6% of
cases, moderate severity: 24.2% of cases, high severity: 9.1%
of cases.

The evolutive pattern was acute in 9.1% of the cases,
chronic remitting in 87.9% and chronic continuing in 2%.

The distribution of patients after disease extension is
shown in Fig.2.
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Fig.2 Distribution of patients with ulcerative colitis after disease
extension.

C group

This group consisted of 11 females and 11 males, with a
mean age (+ SD) 40.6 years+ 10.

The prevalence of ASCA+ phenotype in CD group was
12.5%. The prevalence of ASCA+ phenotype in UC group
was 0%, while in C group it was 4.9% (Table I).

Table I Prevalence of phenotype ASCA+ in different
groups of patients

ASCA
+ -
Group of patients CD 5 40
Controls 1 21
uc 0 33

The patients ASCA+ were only those in whom the
diagnosis was established before the age of 40 years (A1)
(Table IT).

Table II Prevalence of phenotype ASCA+ in CD group
according to age at diagnosis

ASCA
+ -
Age at diagnosis Al (< 40 years) 5 22
A2 (= 40 years) 0 33

The phenotype ASCA+ correlated significantly with the
colonic (L2) or ileocolonic localization (L3) (Table III).

Table III Prevalence of phenotype ASCA+ in CD group
according to the disease extension

ASCA
+ -
Disease extension L1 (ileal) 0 8
L2 (colon) 3 19
L3 (ileocolon) 2 8
L4 (upper GI tract) 0 0

ASCA+ did not correlate with the disease behaviour of
Crohn’s disease (stricturing, penetrating or non- stricturing
non- penetrating) (Table IV).

Table IV Prevalence of phenotype ASCA+ in CD group
according to the disease behaviour

ASCA
+ -
Disease behaviour Non-stricturing 2 17
non penetrating
Stricturing 2 12
Penetraging 1 7

ASCA+ phenotype did not correlate with the clinical or
endoscopic severity of Crohn’s disease.

Discussion

A variety of autoantibodies and other antibodies are
differently associated with CD and UC (Table V) (10).

Table V Immunological markers in Crohn’s disease (CD) and
ulcerative colitis (UC)

Marker CD ucC Correlation  Familial
with disease aggregation
activity

PANCA + +++ - +

ASCA +++ - - -

PAB ++ - - -

AEA-15 4+ + - ?

Limfocytotoxic +++ + - +

Anti-epithelial + ++ - +

Anti p40 - +++ + ?

In most IBD cases, we can make a differentiation between
CD and UC with conventional diagnostic methods. Still, 10%
of patients with colitis are classified as having indeterminate
colitis (IC), because we cannot establish an exact diagnosis
(11). If we can use ASCA determination, this can be very
helpful in positive and differential diagnosis at the onset of
an inflammatory bowel disease (11). The positive diagnosis
could have important consequences on deciding a specific
therapy or a necessary surgical intervention (13).

ASCA prevalence was quite low - only 12.5% in Roma-
nian patients with known Crohn’s disease (at least 1 year
from the first diagnosis). This prevalence is much lower that
in the prevalence reported in other studies and in other
cohorts (40-60%) (8, 12-14). This finding might support the
concept that there may be differences between the popu-
lations studied (East-European versus West-European) (15).

The presence of ASCA in serum could define subgroups
of patients on the basis of this biological marker. Other
studies suggest that ASCA could be associated with
intestinal extension of Crohn’s disease and with a younger
age at diagnosis (12, 13).

All ASCA positive individuals in this study were
diagnosed before the age of 40 years. This finding is
concordant with other studies, in which ASCA is associa-
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ted with the A1- subgroup of the Vienna classification (8,
12-14). Still, there have been ASCA-positive patients in the
A2- subgroup in other CD cohorts (17).

In our study, ASCA was absent in patients with UC,
while in controls it had a very low prevalence (4.7%). The
power of the study is low, because the number of patients
included is low compared to other studies. Still, this is the
first study on ASCA value performed in a Romanian
population with IBD. At this moment, we are still including
patients in the study.

ASCA positive titres correlated well with colonic or
ileocolonic extension of CD, a phenomenon which was not
yet reported in other studies. This is important, because
none of the patients with ileal extension of Crohn’s disease
had ASCA detected in their sera. There was no correlation
between the presence of ASCA and the disease behaviour
of the disease, and this finding is also in agreement with
previously published data (8, 12-14).

The ASCA assessment can help in increasing the
diagnostic accuracy at the onset of IBD (especially for the
IC). In the study of Moum et al, only 50% of patients with IC
were given a definitive diagnosis of CD or UC 1-2 years
after their first diagnosis (16). Joosens et al. reported that in
their population with IC, the final diagnosis of CD or UC
was reached in only 32% of the patients (17). Their group
also demonstrated the stability of this serological marker
over time (18).

This is the first prospective study of ASCA in a
Romanian population. We found some differences as
compared with other studied populations. Our study also
supports the concept that ASCA assessment has a low
sensibility, but a very high specificity for Crohn’s disease.
This diminishes its value for screening and diagnosis, and
any suggestion that serology might replace endoscopy and
endobiopsy or other conventional methods of diagnosis,
seems premature and unrealistic.

Conclusion

The prevalence of ASCA+ phenotype in the studied
population was much lower as compared with North-
American or West-European studies (12.5% versus 40-70%).
ASCA determination may be helpful in the diagnosis of CD,
especially in patients diagnosed before the age of 40 years
and in those with colonic or ileocolonic extension.
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