Amebiasis Still Creates Diagnostic Challenge in Our
Patients with Ulcerative Colitis: Do ANCA Provide

Differentiation?
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Summary.
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Purpose: Anti-neutrophilic antibodies (ANCA) have been re-
ported to help in making differentiation between ulcera-
tive colitis (UC) and amebic colitis. To the best of our
knowledge, the authors investigating this subject made
this conclusion in small number of amebic colitis pa-
tients. We decided to test ANCA in differentiation be-
tween UC and AC in a larger series of patients in Ankara
Numune Hospital, Gastroenterology clinics.

Materials and Methods: This study included 16 ulcerative co-
litis patients without any sign of amebiasis (Group 1) and
25 patients with pure amebic colitis (Group 2). Thirteen
patients with UC with amebic cysts and trophosoites in
their stool examinations were also enrolled into the study
(Group 3). Twenty healthy persons were taken as the con-
trol group (Group 4). The other possible etiologies of co-
litis including lymphocytic colitis, pseudomembranous
colitis and colitis cases due to other known infectious
agents in Group 3 were excluded via stool cultures,
Clostridium difficile toxin in stool and, histopathologic
evaluation of colonic biopsy samples. Blood samples ob-
tained from each patient were studied for the presence of
anti-myeloperoxidase ANCA by the ELISA method.

Results: There were no statistically significant differences be-
tween groups in respect to age and sex distributions. Anti-
myeloperoxidase antibodies were present in 4 patients
(25%) in Group 1, 4 patients (30.8%) in Group 3. These
antibodies were not present in none of patients in Group 2
and Group 4. In all UC patients (totally 29 patients), anti-
myeloperoxidase antibodies were found in 8 (%27.8).

Conclusion: Anti-myeloperoxidase ANCA were positive in
sera from Turkish patients with UC and, amebic colitis
cases were tested as negative. These antibodies can help
us not making misdiagnoses as amebic colitis in patients
having UC and preventing long term unsuccessful anti-
amebic therapies in such patients.

Key Words: Ulcerative colitis, Amebic colitis,
Anti-neutrophilic antibodies

T Klin J Gastroenterohepatol 2001, 12:8-12

Amac: Literatiirde, iilseratif kolit (UK) olgularinda serumda
anti-notrofil antikorlarin (ANCA) siklikla saptandigi, an-
cak, amibik kolit dahil diger infeksiy6z kolitlerde, bu an-
tikorlarin bulunmadig: ileri siiriilmektedir. Biz Ankara
Numune Hastanesi Gastroenteroloji kliniginde, UK ve
amibik kolit ayriminda serum ANCA varliginin roliinii
arastirmay1 planladik.

Materyel ve Metod: UK tamli 16 hasta (Grup 1), amibik kolit
tanil1 25 hasta (Grup 2), gaita érneklerinde amip trofozoit
ve kistlerin saptandigi UK tanili 13 hasta (Grup 3) ve
sagliklt 20 birey (Grup 4) calismaya dahil edilmistir.
Olas1 diger inflamatuvar ve infeksiyoz kolit nedenleri
gaita mikroskopisi, gaita kiiltiirii, klostridium difisil ve
kolonik biyopsi 6rneklerinin histopatolojik incelemeleri
ile ekarte edilmistir. Bu hasta gruplarinda, serumda anti-
myeloperoksidaz ANCA varlig1 ELISA ile arastirilmistir.

Bulgular: Anti-myeloperoxidaz ANCA pozitifligi Grup 1 ve
3'de 4'er hastada (%25 ve % 30.8) bulunurken, bu an-
tikorlar Grup 2 ve 4'de saptanmamustir (p<0.05). UK
tanil1 29 hastanin 8'inde (%27.8) Anti-myeloperoxidase
ANCA pozitifligi vardir.

Sonug: Serum ANCA pozitifliginin amibik ve iilseratif kolit
ayriminda yardimer bir gosterge olarak kullanilabilecegi
saptanmistir.

Anahtar Kelimeler: Ulseratif kolit, Amebik kolit,
Anti-notrofilik antikorlar
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In Turkey, there is an overdiagnosis of amebic
colitis in patients with bloody diarrhea and, these
cases were exposed to long term antiamebic thera-
py which fails at most of the time (1). Then, the pa-
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tients are reevaluated and found to have ulcerative
colitis (UC). Although, there are some ways to dif-
ferentiate these diaseases on clinical, endoscopic
and other laboratory background, some cases are
really challenging to make correct differential diag-
nosis between two diseases (2).

In literature, some authors reported the ab-
sence of anti-neutrophilic antibodies (ANCA) in
sera of patients with amebic colitis and suggested
that ANCA can be helpful in making differential di-
agnosis between UC and amebic colitis (3-5). We
believe that the authors in these reports had inves-
tigated serum ANCA in very few number of amebic
colitis cases to conclude the absence of these anti-
bodies in amebic infection. Additionally, one of the
reports in the literature showed ANCA to be pres-
ent in most of patients with amebic liver abscess.
To evaluate this subject, we investigated serum an-
ti-myeloperoxidase ANCA in a large series of pa-
tients with amebic colitis and compared the results
with anti-myeloperoxidase antibody positivity in
our patients with UC with or without amebic coin-
fection.

Material and Methods

Sera were studied from patients with newly di-
agnosed UC and amebic colitis cases. The diagno-
sis of UC was based on accepted clinical and endo-
scopic criteria supported by histopathology.
Amebic colitis was diagnosed in cases with posi-
tive stool samples for Entameoba hystolytica cysts
and trophosoites together with colonic endoscopic
signs. Moreover, colonic tissue biopsy samples
were investigated for the presence of amebic mi-
croorganisms. All the patients in the study group
were undergone stool cultures for various bacteria
(Salmonella, Shigella, E coli, Campylobacter jeju-
ni). Clostridium difficile toxin in feces was also in-
vestigated in all patients. The possible other etiolo-
gies of colitis like UC in Group 3 were excluded via
stool cultures, histopathologic evaluation of multi-
ple colonic biopsy samples by experienced pathol-
ogists. The diagnosis of amebic colitis was further
supported by demonstration of amebic microorgan-
isms in histopathologic evaluation of colonic biop-
sy samples.

According to investigational results, the pa-
tients were grouped into 4. Group 1 consisted of 16
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pure UC patients, Group 2; 25 pure amebic colitis
patients and Group 3; 13 UC patients with concur-
rent amebic infection. Twenty healthy persons were
taken as the control group in the study (Group 4).
UC patients were also classified according to the
extent of colonic inflammation on colonoscopic ex-
amination as pancolitis, left sided colitis and distal
colitis. The patients with UC with or without ame-
bic co-infection were also investigated for the pres-
ence of associated sclerosing cholangitis. The liver
function tests and abdominal ultrasonography were
undertaken in all 29 UC cases.

Anti-myeloperoxidase ANCA were studied in
all patients' serum samples. Myeloperoxidase anti-
bodies directed against myeloperoxidase (the Clark
Laboratories, Inc.). Myeloperoxidase Ig G, A, M
were used.

ELISA test

Purified myeloperoxidase antigens were at-
tached to a sold phase microassay well. Diluted test
sera was added to each well. If antibodies are pres-
ent that recognize the antigen, antigen-antibody
complexes are formed. After incubation, the wells
were washed to remove unbound antibody. An en-
zyme labeled anti-human Ig G, A, M was added to
each well. If antibody is present, the conjugate will
bind to the antigen-antibody complexes. After incu-
bation, the wells were washed to remove unbound
conjugate. A substrate solution was added to each
well. If enzyme is present, the substrate will under-
go a color change. After an incubation period, the
reaction was stopped and the color intensity was
measured photometrically, producing an indirect
measurement of spesific antibody in the patient
specimen. The positive results were compared with
high positive and low positive standart serum sam-
ples.

Statistics

The statistical evaluation of sex and age distri-
butions and anti-myeloperoxidase antibodies posi-
tivity was performed by using Chi square and
Fischer's exact tests.

Results

We included 29 patients with a known diagno-
sis of UC. Out of 29, 16 had negative stool and
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Table 1. The demographic characteristics and ANCA positivity in the groups are demonstrated

Subjects UC with amebic Amebic
UC coinfection colitis Controls
n:16 (Group 1) n:13 (Group 2) n:20 (Group 3) n:25 (Group 4)
Male/female 10/6 11/9 19/6
Age (years) 40.4+15.5 41.8+13.2 38.5.1+19.1 50.2+16.8
(34-56) (27-55) (21-57) (33-66)
p ANCA positive 4 (25%) 4 (30.8%) 0 (0%) 0 (0%)

colonic biopsy samples for amebic infection which
were evaluated as pure UC cases (Group 1). The 13
of 29 patients with UC also had amebic cysts and
trophosoites in their stool examinations (Group 3).
Twenty-five patients with pure amebic colitis were
also enrolled into the study (Group 2).

The mean age and sex distributions were simi-
lar in Group 1, Group 2, Group 3 and Group 4
(Table 1). There was no statistical differentiation
between groups in respect to age and sex distribu-
tions (p>0.05).

Anti-myeloperoxidase antibodies (mostly Ig
G, but also IgA and IgM) were present in 4 patients
(25%) in Group 1, 4 patients (30.8%) in Group 3
(p>0.05). These antibodies were not present in
none of patients in Group 2 and Group 4. In all UC
patients (totally 29 patients), Anti-myeloperoxidase
antibodies were found in 8 (27.8 %). There was no
statistically significant difference between Group 1
and Group 3 in respect to anti-myeloperoxidase an-
tibodies positivity (p>0.05). However, anti-
myeloperoxidase ANCA positivity was significant-
ly different between patients wiith UC (with or
without amebic coinfection) and pure amebic coli-
tis cases or controls (p<0.05). The positive predic-
tivity of ANCA for UC cases in the present study
was 100%. Its negative predictivity was found to be
68% (Table 2).

Out of 29, there were 8 patients with pancolitis
(27.6%), 11 patients with left sided colitis (37.9%)
and 10 with distal type colitis (34.5%) (Table 3).
Anti-myeloperoxidase ANCA were found in 5, 1
and 2 patients in pancolitis, left sided colitis and
distal colitis patients, respectively. There was sta-
tistical significant difference for anti-myeloperoxi-
dase antibodies positivity in patients with pancoli-
tis and the patients with left sided or distal coltis
(p>0.05).
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Table 2. Positive and negative predictivity of ANCA
in our cases with and without UC are shown

ANCA status UC present UC absent Total
ANCA positive 8 0 8
ANCA negative 21 45 66
Total 29 45 74

Positive predectivity: 100%
Negative predictivity: 68%

Table 3. ANCA positivity in respect to the extent of
colonic inflammation is shown

UC cases ANCA positivity
(number of patients)

Pancolitis (n:8) 5 (62.5%)

Left sided colitis (n:11) 1 (9.1%)

Distal colitis (n:10) 2 (20%)

None of the patients with UC (including cases
with amebic coinfection) had no laboratory signs of
an associated sclerosing cholangitis.

Discussion

This is the fourth report in literature which un-
derlines that a serum marker with an unknown
pathogenic significance in UC, anti-myeloperoxi-
dase ANCA, can be used at least for differentiaton
between UC and amebic colitis. This is especially
important for places wherein amebiasis is nearly an
endemic infection like our country. In Turkey, the
prevalance of amebic colitis is between 0.4% and
18.4% (6).

In the present study we detected anti-myelo-
peroxidase ANCA in 27.6% of patients with UC
(8 out 0of 29) and none in pure amebic colitis cases.

T Klin Gastroenterohepatol 2001, 12



AMEBIASIS STILL CREATES DIAGNOSTIC CHALLENGE IN OUR PATIENTS WITH ULCERATIVE COLITIS...

The presence of anti-myeloperoxidase ANCA in
UC patients with concurrent amebic infection can
be attributed to UC. The presence of anti-myeloper-
oxidase ANCA confirmed a diagnosis of UC (with
or without amebic infection) as the statistical analy-
sis showed very high positive predictive rate
(100%) of ANCA in our study. The negative pre-
dictivity was somehow lower as 68%. The preva-
lence of anti-myeloperoxidase ANCA in our group
of UC patients (27.6%) was somewhat lower than
that reported in some other studies (up to 84%) (7).
This may be due to the differences in selected pa-
tient's groups (genetic heterogenity in inflammato-
ry bowel disease). In addition; testing the sera from
UC patients for different antigenic specificies (pro-
teinase 3, elastyase, lactoferrin, myeloperoxidase
and cathepsin G) in the different studies may lead
to different percentages of ANCA positivity in
these studies. (8). If we look at our 8 cases with
pancolitis, anti-myeloperoxidase ANCA seroposi-
tivity was 62.5%, that reflected statistically signifi-
cant difference in other patients with more limited
colonic inflammation. In literature, the investiga-
tors did not aggree on the association between the
anti-myeloperoxidase antibodies and extent of
colonic inflammation (9,10) Our study results show
that pancolitis cases had higher seroprevalance of
anti-myeloperoxidase ANCA positivity. This may
mean a direct pathogenic relation with anti-
myeloperoxidase ANCA and colonic inflammation
in UC. However, we could not insist on our study
results which had been done on a limited number of
patients with UC.

In literature, Arslan S et al evaluated the role of
ANCA in diagnosing the co-existent amebic colitis
with UC (3). ANCA was detected in 83.3% of pa-
tients whom had been treated as refractory amebic
colitis for a long period of time. These cases were
then rediagnosed as coexisting UC and amebic in-
fection. Sera from their 7 patients suffering from
pure amebic colitis did not show ANCA positivity.
They suggested that the results indicate ANCA as a
reliable serological marker to distinguish coexist-
ing UC in amebic colitis patients. Sung JY et al
studied ANCA in 3 patients with non-invasive ame-
bic infection also revealed unexistence of these an-
tibodies in sera from these patients (4). Duerr RH et
al studied ANCA in sera of only one patient with
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active amebic colitis that gave a negative result (5).
However, interestingly the situation changes in in-
vasive amebiasis as ANCA have been reported to
be present in 97.4% of the sera of cases with con-
firmed amebic liver abscess (11). This association
was explained as either a cross reacting antibody
formation to a component of Entameoba histolytica
or antibody to polymorphonuclear leukocytes com-
ponents released and modified by the action of E.
histolytica on polymorphonuclear leukocytes. The
absence of ANCA in colitic cases due to amebic in-
fection but their presence in amebic sera of patients
with invasive amebiasis is rather a conflict to make
a legitimate explanation.

The target antigen of UC associated ANCA is
already unknown (8). However, antibodies against
MPO, a lysosomal enzyme that can be found in
neutrophils have been reported to be present in the
sera of UC patients (5). We could not answer
whether these anti-myeloperoxidase ANCA which
were detected in sera of our patients reflected UC
associated ANCA or not. However, we believe that
ANCA were not present in amebic colitis patients's
sera, and they confirmed the diagnosis as UC.

The diagnosis of UC has been reported to be
more difficult in Asian countries including Turkey,
where infective colitis is more prevalent (4). ANCA
as a confirmative marker may help us to differenti-
ate amebic colitis cases from UC. Thus, we hope
that unnecessary long term antiamebic therapy be-
comes unfashionable.
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