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Abstract

Background: Giardia duodenalis is the etiologic agent of giardiasis in humans and other mammals worldwide. The
burden of disease is high among children in developing countries where sanitation is inadequate. However, the
epidemiology and genetic diversity of this parasite is poorly understood in Ethiopia. This study aimed to determine
the prevalence and genetic diversity of G. duodenalis in asymptomatic children in Oromia Special Zone, central
Ethiopia.

Results: A total of 286 fresh fecal specimens were collected from children and screened using microscopy and PCR.
The prevalence of Giardia duodenalis was 10.8 % (31/286) and 16.8 % (48/286) as detected by microscopy and nested
PCR, respectively. The infection rate by the study area, sex and age group difference was not significant (P > 0.
05). Genotyping results showed that 22.9 % (11/48) of the isolates belonged to assemblage A while 77.1 %
(37/48) belonged to assemblage B. Although double peaks were observed at the chromatogram level, no mixed
assemblage or sub-assemblage infections were demonstrated. Isolates of assemblage A mostly belonged to the
sub-assemblage All and showed similarity with previously described isolates. However, there was great genetic
variability within assemblage B that showed heterogeneous nucleotide positions. Fifteen of them were new genotypes:
5 at the triose phosphate isomerase (tpi), 2 at the B-giardin (bg), and 8 at the glutamate dehydrogenase (gdh) genes.

Conclusions: Giardia duodenalis mainly assemblage B infection was predominant among the asymptomatic children in
the study area. The high polymorphism found in isolates of assemblage B warrants a more defining tool to
discriminate assemblage B at the sub-assemblage level. The findings of the present study indicate that there is a need
to carry out national screening programs aiming to detect asymptomatic infections to minimize the reservoir of the
disease.
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Background

G. duodenalis (syn. G. intestinalis, G. lamblia) is fre-
quently identified intestinal parasite that infects human
and other mammals worldwide [1-3]. It is the etiologic
agent of gastroenteritis known as giardiasis, and is
included in the neglected disease initiative together with
cryptosporidiosis by the World Health Organization in
2004 [4]. G. duodenalis has direct life cycle in which the

* Correspondence: tekluweg2007@yahoo.com

'Aklilu Lemma Institute of Pathobiology, Addis Ababa University, Addis
Ababa, Ethiopia

“College of Natural Sciences, Arba Minch University, Arba Minch, Ethiopia
Full list of author information is available at the end of the article

( ) BiolMed Central

parasite alternates between the cyst and the trophozoite
stages [1]. The infective stage is transmitted through the
fecal-oral route either by ingestion of contaminated food
and water or directly from infected individuals [1, 5].
The public health impact of giardiasis is significant
because of its tendency to cause major outbreaks and
emergency responses, and because of its effects on
growth and cognitive functions in children [3]. Clinical
manifestations of the disease in human are quite variable,
ranging from the asymptomatic to acute or chronic diar-
rhea, dehydration, abdominal pain, nausea, vomiting, and
weight loss [6]. The severity of giardiasis is determined by
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the interaction between the host factors such as the devel-
opmental, nutritional and immunological status, and viru-
lence factors of the parasite [7].

It is well documented that G. duodenalis represents a
species complex and has the broadest host range [3, 4].
Molecular characterization and phylogenetic analysis have
revealed at least eight major genetic groups (assemblages)
of G. duodenalis that have different host ranges and speci-
ficities [3, 8]. Two of them (assemblages A and B) are
found in both humans and animals. The remaining six
assemblages (C to H) are host-specific (specific to ani-
mals). However, assemblages C, D, E, and F have been
reported to cause human giardiasis in rare cases [3, 9, 10].

There is also a sub-structuring within assemblages
A and B by sequence data from multiple loci into five
sub-assemblages (named AI-III and BIII-IV), some of
which may have zoonotic potential [3, 8]. A multilo-
cus sequence typing approach and nomenclature
based on the use of bg, gdh and tpi genes has been
proposed for assemblage A [3]. However, other typing
strategies may be needed for assemblage B because of
its high genetic heterogeneity among isolates in most
markers [3, 11].

Previous studies conducted in Ethiopia on G. duode-
nalis infection gave due attention to the prevalence and
risk factors among different community groups using
microscopy [12-19]. According to those epidemio-
logical studies, the infection rate ranged from 2.0 to
35.3 % with the highest prevalence among children of
1-15 years [12, 13]. Although a number of studies have
been conducted on the distribution and prevalence of
this parasite in different parts of the country, none of
these previous works had determined the assemblage
and sub-assemblage diversity in humans living in close
contact with cattle and their manure to assess the
potential of zoonotic infections. In addition, very little
information is available on molecular epidemiology of
G. duodenalis in the country [20, 21]. Therefore, the
objective of this study was to determine the prevalence
and genetic diversity of G. duodenalis in children who
had close contact with animals to assess the existence
of zoonotic assemblages and sub-assemblages.

Results

A total of 312 study participants were selected for this
study. However, 26 (8.3 %) of the children were unable to
provide the specimen and hence excluded. For this reason
a total of 286 children were included, among which 154
(53.8 %) were males and 132 (46.2 %) were females with
male to female ratio of 1:0.8. Furthermore, the children
were stratified in two age groups: < 5 years making 130
(45.5 %) of the children and 5-14 years accounting for the
rest 156 (54.5 %) children (Table 1).
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Table 1 PCR based prevalence of G. duodenalis in children by
study site, sex and age group in Oromia Special Zone, central
Ethiopia (January - June, 2014)

Parameters  No. of G. duodenalis
Zi?n?!ised No. of samples positives n (%) x2 P value
Study site
Holetta 102 15 (14.7)
Sendafa 101 20 (19.8) 1.115 0573
Chancho 83 13 (15.7)
Sex
Male 154 27 (17.5) 0293 0.588
Female 132 21 (15.9)
Age group
<5years 130 21 (16.2) 0.011 0917
5-14 years 156 27 (17.3)

Key: x2 and P values compare the prevalence between study sites, sex and
age groups in children

Prevalence of G. duodenalis infection

Microscopic analysis showed that the prevalence of G.
duodenalis infection in children was 10.8 % (31/286).
On the other hand, 16.8 % (48/286) of the DNA samples
were PCR positive based on tpi, bg and gdh genes.
Although the prevalence of G. duodenalis infection var-
ied across study areas, the difference was not statistically
significant (P> 0.05) (Table 1). Similarly, as noted from
Table 1, the prevalence of infection by sex and age group
did not show any significant difference.

Assemblages and sub-assemblages of G. duodenalis

The Giardia assemblage was successfully determined
from 48 specimens by DNA sequencing at tpi, bg and
gdh markers. Sequence analysis showed that 22.9 % (11/
48) isolates belonged to G. duodenalis assemblage A and
77.1 % (37/48) isolates displayed assemblage B. Although
double peaks were observed at the chromatogram level,
no mixed infections with assemblages or sub-asemblages
of G. duodenalis were demonstrated. Out of the 11 G.
duodenalis assemblages A recorded in children, six
assemblages were identified by tpi, bg and gdh genes in
common. The remaining five assemblages were identified
by tpi and bg genes. Assemblages and sub-assemblages
showing known and novel DNA sequences are shown in
Table 2.

Genetic characterization of G. duodenalis

Sequences were further analyzed and compared with
homologous sequences at database to determine genetic
polymorphism within assemblages of G. duodenalis.
Among the 45 human isolates that were sequenced at
tpi gene, 9 isolates were assemblage A sub-assemblage
AIl (Table 2). They displayed a 100 % similarity with
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Table 2 Assemblages and sub-assemblages of G. duodenalis de-
termined by the three genes

Study Isolate  Children Assemblages and sub-assemblages
site code Sex Age tpi bg gdh
Holetta HH-02 F 5-14 years B (B2) B B*
HH-06 F  5-14years All All All
HH-13 M <5vyears  B* B -
HH-25 M 5-14 years All All -
HH-34 M 5-14vyears B (B2) B -
HH-49 M 5-14years B B* B*
HH-55 M 5-14years - A (A3) -
HH-57 M <5 years - A (A3) -
HH-70 F  5-14years B (B2) B (B3) B*
HH-71 M <5years  B* B B*
HH-72 M <5 years B* B (B3) B*
HH-78 M 5-14 years B* - -
HH-80 M 5-14 years All - -
HH-84 F <5 years B (WB9) B B*
HH-93 M 5-14years All All All
Sendafa SH-03 F  5-14years B (B2) - BIV
SH-12 M 5-14years B (B2) B* B*
SH-14 M 5-14years B B* B*
SH-18 M 5-14years B B (B3) B*
SH20 M <5years Al All All
SH-33 F 5-14 years All All All
SH-35 F 5-14 years B (B2) B (B3) B*
SH-38 M 5-14years All All -
SH-43  F <5 years B (WBS) B (B3) B*
SH-48 F  5-14years B - -
SH-49 M 5-14years B (B2) B* B*
SH-51 F  <5years B - -
SH-54 M 5-14years B (B2) B B*
SH-69 M 5-14years All All All
SH-74 M 5-14years B (B2) - -
SH-75 F 5-14 years B B B*
SH-82 M 5-14years All All All
SH-83 F  5-14years B* B B*
SH-92 M  5-14years B (WB9) B B*
SH-93 F 5-14 years B (B2) B B*
Chancho CH-20 F 5-14 years B (B2) - -
CH-26 F 5-14 years B (WB9) B (B3) B*
CH-36 F 5-14 years B* B (B3) -
CH-37 F  5-14years B* B -
CH-40 M 5-14 years B* B (B3) -
CH-44 M 5-14years B (B2) B B*
CH-49 F  5-14years B* - -
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Table 2 Assemblages and sub-assemblages of G. duodenalis de-
termined by the three genes (Continued)

CH-55 M <5 years B (B2) B B*
DH-07 F 5-14 years - B B*
DH-08 F  5-14years B (B2) B -
DH-11 M 5-14years B (B2) - -
DH-17 M 5-14years B B -
DH-21 M 5-14years B (B2) B (B3) -

Key: Asterisks (*) indicate novel genotypes; hyphens (-) indicate
PCR-negative results
The sub-assemblages B2, B3, WB9 and WB8 were based on the BLAST results

sequences registered in the GenBank under accession
number AY368157.

Thirty six sequences at #pi locus were identified as as-
semblage B and showed 9 different nucleotide sequences
(Table 3). Among them 16 sequences were identical to
sub-assemblage B2 (GU564280); 7 sequences were identi-
cal to human sub-assemblage in India (JF918519); 3 se-
quences identical to sub-assemblage WB9 (KJ888985); and
1 sequence was found to be identical to sub-assemblage
WB8 from wastewater in the USA (AY368169). The
remaining 9 isolates were reported here for the first
time and named as EB1 (n = 3), EB2 (n =2). EB3 (n=2),
EB4 (n=1), and EB5 (n = 1) (E for Ethiopia). They showed
99 % similarity with GenBank accession numbers
KJ888988, AY368167, JF918519, AY228628, FJ560565,
JF918520 and AY368171, respectively. The single nucleo-
tide polymorphisms (SNPs) and overlapping nucleotide
are shown in Table 3.

Out of the 39 human isolates amplified and successfully
sequenced from bg gene, 10 were identified as assemblage
A (two different nucleotide sequences), and the other 29
were identified as assemblage B (six different nucleotides)
(Table 4). Of the 10 bg nucleotide sequences identified as
assemblage A, 8 sequences showed 100 % resemblance to
sub-assemblage AII (KT182087) obtained from humans in
Turkey. The remaining 2 sequences also showed 100 %
similarity to human isolates found from India with acces-
sion number JF918488.

From the 29 isolates at the bg gene of assemblage B,
13 was sub-assemblages associated with clinical and
environmental samples in Brazil (KF922976); 9 were
identical to sub-assemblage B3 (AY072727); 2 were iden-
tical to sub-assemblages associated with a water-borne
outbreak in Norway (DQ090529); and 1 was identical to
sub-assemblage in Birzil (KF922989). BLAST result of
the other sequences with sequences in GenBank data-
base was not identical to known sequences of assem-
blages B, resulting in two novel genotypes, named: EB6
(m=3) and EB7 (n=1). The number of SNPs differs
from the reference sequences and double peaks at the
chromatogram level are shown in Table 4.
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Table 3 The genetic variants found within sub-assemblages of G. duodenalis assemblage B at the tpi gene

sub-assemblages GenBank No. of Nucleotide at position*
igce“ior‘ isolates 25 51 77 148 151 154 184 196 415 490

BIV (Ref) AF069560 A A T G T T C A A C
B2 KT948101 16 G * C * C @ * G G *
B KT948103 7 G * C A C @ * G G *
MB9 KT948104 * * * * * C G G *
WB8 KT948109 1 * * * * * * * * G *
EB1 KT948105 3 G * C * * * * G G *
EB2 KT948106 2 G * C * C C T G G *
EB3. KT948107 2 * * * * * C * G G *
EB4 KT948108 1 * G C * C C * G G T
EB5 KT948110 1 * * Y * * * * * * *

Key: Asterisks (*) indicate nucleotide identity with the reference sequence; Y: C/T indicates overlapping nucleotides
Nucleotide positions are numbered according to the reference (ref.) sub-assemblage BIV partial sequence (GenBank accession number AF069560), with the first

nucleotide as position 20

Among the 28 human isolates at the gdh gene, 6 were
identified as assemblage A (sub-assemblage AII) (Table 2)
and showed 100 % similarity to waterborne isolate in
Canada (EF507666). Similarly, out of the 22 isolates of
assemblage B at the same locus, 9 genotypes were identi-
fied. Only one sequence corresponded to the already
described sub-assemblage BIV (GenBank accession
number EF507654). The rest sequences form eight novel
genotypes, named as: EB8 (n =7), EB9 (n=3), EB10 (n =
3), EB11 (n=2), EB12 (n=2), EB13 (n=2), EB14 (n=1)
and EB15 (n=1). Alignment analysis revealed that the
isolates differ from reference sequence EF507654 by four

Table 4 The genetic variants found within sub-assemblages of
G. duodenalis assemblage A and B at the bg gene

sub- GenBank  No.of  Nucleotide at position*
assemblages icgcession isolates 165 183 300 324 415 423 519
Ass-A
A3 Ref. AY072724 T A G A T C A
Al KT948085 8 XX oKX
A KT948085 2 * * * * C T *
Ass-B
B3 Ref. AY072727 C A C C C AT
B3 like1 KT948083 13 oo ooxoxox
B3 like2 KT948084 9 * * * * * * *
EB6 KT948086 3 X T oo oxx
B3 like3 ~ KT948088 2 S
B3 like4 KT948089 1 T * T * * * *
EB7 KT948090 1 T * * T * * *

Key: Asterisks (*) indicate nucleotide identity with the reference sequence; X:
A/G and Y: C/T indicates overlapping nucleotides

Nucleotide positions are numbered according to the reference (ref.)
sub-assemblages with the first nucleotide as position 1

to eight SNPs and exhibit many double peaks at the
chromatogram profile (Table 5).

Phylogenetic analysis

The phylogenetic analysis of G. duodenalis sequence
dataset obtained herein and those available in GenBank
were concordant in revealing the existence of different
clades for the tpi and gdh genes with in assemblages A
and B. The novel genotypes at tpi gene, EB1 and EB5
were closely clustered with sub-assemblage BIV; but
EB2, EB3 and EB4 were clustered with BIII (Fig. 1a). On
the other hand, the novel genotypes at gdh: EB8 and
EB10 were clustered with the BIV (accession number
EF507671) whereas the others were clustered with BIII
(Fig. 1b).

Intestinal parasites other than G. duodenalis

Four intestinal parasites other than G. duodenalis were
encountered in the children. The prevalence of Ent-
amoeba histolytica/dispar was the highest being 8.7 %
(25/286), followed by Ascaris lumbricoides 4.2 % (12/
286), Hymenolepis nana 4.2 % (12/286) and Enterobius
vermicularis 2.1 % (6/286).

Discussion

The present study determines the prevalence and genetic
diversity of G. duodenalis among children using multilo-
cus genotyping in three districts in Oromia Special Zone,
central Ethiopia. Fecal samples collected from children
were screened by both microscopy and nested PCR. Al-
though microscopy and PCR had similar sensitivities in a
Dutch study [22], higher infection rate was recorded by
the PCR in the present study. The superior sensitivity of
PCR in detecting G. duodenalis has been shown in Danish
patients [23] and in Rwandan children [24]. Hence,
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Table 5 The genetic variants found within sub-assemblages of G. duodenalis assemblage B at the gdh gene

sub- GenBank  No.of  Nucleotide at position*

assemblages iZCESSiOH solates 537 288 354 375 381 414 447 471 534 558 579 615 642 653 657 660 669 702 756 768
BV (Ref)  EF507654 Cc ¢ T ¢ ¢ C G T C C C C T A G A C C G C
BV KT948098 1 o xexx s x s xx s xxwwxax
EBS KT948092 7 T T Y T ¢ x X % % x % xxxx G % x pA
EBY KT948093 3 TOOT C ¢ % x o xx e % x G % x oy % x ey
EB10 KT948094 3 TOOT Y r o x X x oy e x o xx oy x %y ox
EB11 KT948095 2 T T C % % * * * M % * * * M M * * * X %
EB12 KT948096 2 TOOT C ¢ % x e xx T xx G e x k% ko x
EB13 KT948097 2 TOOT x x0T x x o ox x s x x s x x T T A x
EB14 KT948099 1 TOOT % x ok y x o xxx oy x G ox X v % %o
EB15 KT948100 1 TOOT x x oy x x x oy o+ x oy G x x = x x x0T

Key: Asterisks (*) indicate nucleotide identity with the reference sequence; X: A/G and Y: C/T indicate overlapping nucleotides
Nucleotide positions are numbered according to the reference (ref.) sub-assemblage BIV partial sequence (GenBank accession number EF507654), with the first

nucleotide as position 1

repeated microscopic examinations or the use of other
diagnostic tools such as immunoassays could have re-
duced the discrepancy between PCR and microscopy in
clinical setup.

In the present study, the microscopy based prevalence
of G. duodenalis infection reported in children was
10.8 %. This was in agreement with previous reports
10.6 % [15], 13.8 % [16], and 11.7 % [18] conducted
using similar technique in Ethiopia. On the other hand,
the present finding was lower than the prevalence
(15.0 %) reported by Ramos et al. [19] among patients
with diarrhea in southern Ethiopia; 23.0 % by King et al.
[17] from inhabitants in South Gondar; 26.6 % by
Tigabu et al. [14] from children in selected village of
Pawi Special District in Benishangul-Gumuz; and 35.3 %
by Ayalew et al. [13] from children in Lege Dini. These
variations could be due to difference in the hygiene
practices, quality of drinking water, difference in envir-
onmental conditions of the study localities, and parental
socio-economic status of the participants of these
studies.

To the best of our knowledge, there were only two
molecular studies on giardiasis in Ethiopia [20, 21].
These studies were presented the genetic diversity of
assemblages and sub-assemblages of G. duodenalis from
human fecal samples with confirmed giardiasis. The
present study showed the PCR based prevalence of
Giardia infection with all the three genes, and the
overall prevalence was found to be 16.8 %. Although
significant difference was not recorded in the overall
prevalence among the study areas, G. duodenalis
infection in children was slightly higher in Sendafa
(20.0 %). This could be attributed to the similarity of
quality of drinking water source, personal hygiene and
environmental sanitary conditions observed in the

study areas. The difference in prevalence of infection
by sex and age group was also not significant among
the children.

As to global distribution of assemblages A and B
among humans, assemblage B is more prevalent than
assemblage A as reviewed by Feng and Xiao, and Caccio
and Ryan [3, 5]. The finding of the present study in
children was in agreement with this global incidence
that assemblage B predominates (77.1 %) assemblage A
(22.9 %). Recently several studies showed similar pattern
of distribution [21, 24—27]. However, the previous study
conducted in symptomatic individuals in Ethiopia
showed 52 % as assemblage A and 22 % as assemblage B
[20]. Similar pattern of distribution of assemblages was
also observed in hospitalized based studies conducted in
Egypt [28]. Another molecular information from Spanish
pediatric populations have shown that, in patients less
than 5 years old, symptomatic giardiasis was present in
81.2 % of assemblage AII infections but present only in
34.6 % of assemblage B cases [29]. These variations in
the infection rates of assemblage A and B might be asso-
ciated with the clinical symptoms of the disease.

Isolates of assemblage A at the sub-assemblage level
was successfully characterized at the three markers
(Table 2). Regardless of the gene analyzed, all the
sequences matched those of previously described iso-
lates. No sequences showed novel polymorphisms.
Sequences with heterogeneous positions were observed
only in a small proportion of isolates at the bg locus.
Most of the assemblage A isolates were assigned to the
sub-assemblage AII consistently across the three loci,
confirming the preponderance of this sub-assemblage
in humans compared to sub-assemblage Al as previ-
ously shown in other studies using multi-locus
sequence typing [11, 27, 30, 31].
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Fig. 1 Phylogenetic tree of G. duodenalis based on nucleotide sequences of the tpi gene (a) and gdh gene (b). Trees were constructed using the
neighbor-joining method based on genetic distance calculated by the Kimura 2-parameter model, implemented in MEGA version 5.2. Bootstrap
values > 50 % from 1,000 replicates is shown on nodes. Reference sequences from the major G. duodenalis sub-assemblages are written by blue
color in bold. Isolates showed known and novel sequences obtained from this study are marked by rectangles (blue) and triangles (red), respectively
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The molecular analysis of assemblage B isolates was
complicated by the occurrence of sequences with heteroge-
neous positions, with overlapping nucleotides observed
across the three loci. This is consistent with the previous
reports from different parts of the world [11, 27, 31]. A

recent study conducted by Flecha et al. [21] in Gambo
Hospital, Oromia Region, southern Ethiopia also showed
an elevated genetic polymorphism in assemblage B using
gdh and bg genes. The potential mechanisms to explain
this feature are meiotic recombination [32] or mixed



Wegayehu et al. BMC Microbiology (2016) 16:89

infection with assemblages or sub-assemblages of G. duo-
denalis [33]. In this study, most of the SNPs reported
across the three loci exhibited clear chromatogram
readings in both forward and reverse directions, al-
though a number of double peaks were also detected,
particularly at the gdh locus. However, sequence align-
ment analyses do not seem to support the presence of
mixed infection with assemblages or sub-assemblages.
Hence, the occurrence of heterogeneous sequences may
be due to the presence of two nuclei, which are thought
to accumulate mutations and evolve separately lead to
allelic sequence heterozygosity.

The assignment of isolates of assemblages B to a par-
ticular sub-assemblage was not simple due to discrepan-
cies between the different markers. At the tpi locus the
majority of the isolates belonged to sub-assemblages that
were part of the previously identified B2 group. The B2
group clustered nearby the sub-assemblage BIII by
phylogenetic analysis, but whether it represents an actual
sub-assemblage other than BIII and BIV has to be veri-
fied. Conversely, the analysis of the bg marker assigned
some of isolates to the B3 but some of them are still not
assigned to sub-assemblage due to a lack of information
in GenBank database. On the other hand, the analysis of
the gdh locus assigned one isolate to sub-assemblage
BIV and all the others as novel genotypes.

The genotypic diversity observed in assemblage B iso-
lates was much higher than the one observed in assem-
blage A. Among the five novel genotypes that were
successfully amplified at the tpi locus, 3 genotypes (EB2,
EB3 and EB4) were assigned to sub-assemblage BIII and 2
(EB1, and EB5) were assigned to sub-assemblage BIV.
Similarly, among the eight novel genotypes that were suc-
cessfully amplified at the gdh locus, EB8 and EB10 were
assigned to sub-assemblage BIV, whereas the others were
assigned to BIII (Fig. 1). Similar level of diversity at the
three markers were reported in assemblage B parasites in
patients from Sweden, German and England [27, 31, 34].
This observation was also consistent with the results
obtained by molecular characterization of human isolates
of G. duodenalis in previous studies in Ethiopia [20, 21].
There is still a lack of information about the level of gen-
etic differentiation within Giardia assemblage B, and the
classification in sub-assemblages can be complicated by
the use of an imprecise terminology in naming parasite
isolates [8].

Much of the available data on the correlation between
clinical presentation and assemblages of G. duodenalis is
inconsistent [20, 24, 29, 35-41]. Finding of previous
studies in Ethiopia [20, 21], Netherlands [35] and
Argentina [41] have shown that symptomatic infection
was more associated with assemblage B. In contrast,
other studies in Australia [36], Bangladesh [39], and
Ruwanda [24] reported that assemblage A was more
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likely to be found in symptomatic children with diarrhea
while assemblage B was more prevalent in asymptomatic
children. Although the correlation was not assessed in
this study, the higher infection rate of assemblage B
found in asymptomatic children might support the ob-
servations that assemblage B was predominantly found
in infected subjects without clinical manifestations.

Conclusion

Our data provide evidence of a high prevalence and
genetic diversity of G. duodenalis assemblage B in
asymptomatic children in Oromia Soecial Zone,
central Ethiopia with majority of them being novel
genotypes. Measures including health education on
personal and environmental hygiene, and national
screening programs aiming to detect asymptomatic
infections would help to minimize the reservoir of
the disease. Moreover, further studies are needed to
demonstrate the potential correlation between assem-
blages of G. duodenalis and clinical features in infected
individuals.

Methods

Study area

Community-based cross-sectional study was conducted
between January and June 2014 in Holetta, Sendafa and
Chancho and their surroundings of Oromia Special
Zone, central Ethiopia. The three study areas are located
at a distance of ~40 km west, northeast and north of the
capital city, Addis Ababa. Based on the available clima-
tological data, the mean annual rainfall of the Special
Zone varies from 700 mm to 1400 mm in lowlands and
highlands, respectively. The mean annual temperature of
the Zone ranges between 20 to 25 °C in the lowlands
and 10 tol5 °C in the highlands. Mixed farming is the
major livelihood of the people in the area. The owned
livestock includes cattle, sheep and poultry. Risk factors
that might affect the prevalence of intestinal parasites,
such as source of drinking water, personal hygiene,
environmental sanitation, and contact with animals and
their manure were comparable in the study areas.

Sampling techniques
In view of the objectives of the study, children were
recruited based on the following criteria.

Inclusion criteria: Parents/guardians of children hav-
ing domestic animals at their home and consented to par-
ticipate in the study were included. Exclusion criteria:
Infants with ages younger than 1 year; new settlers (stayed
less than 3 weeks in the area); children who had no close
contact with domestic animals and their manure were
excluded. Thus, a total of 286 children age younger than
14 years (102 from Holetta, 101 from Sendafa and 83 from
Chancho) were included in the study.
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Specimen collection and microscopy

Single fresh fecal sample was collected from each consent-
ing study children in a labeled and sterile fecal container.
The information concerning socio-demographic charac-
teristics of the study participants (sex and age), and
contact with animals and their manure were taken during
the sample collection. A portion of each specimen was
examined under light microscope to detect cysts of G.
duodenalis and other intestinal parasites using the Lugol’s
iodine staining at 10X and 40X magnifications. Some diar-
rheic stools were also examined by direct wet mount with
saline (0.85 % sodium chloride solution) to observe tro-
phozoites and motile intestinal parasites. The remaining
stool was preserved in 2.5 % potassium dichromate and
transported to ALIPB at ambient temperature and stored
at 4 °C prior to DNA extraction.

DNA extraction

The preserved fecal specimens were washed with deion-
ized water until the potassium dichromate was removed.
Genomic DNA was extracted from each fecal sample
using the E.Z.N.A.° Stool DNA kit (Omega Biotek Inc.,
Norcross, USA). Briefly, about 50-100 mg of stool sam-
ple was added in a 2 ml centrifuge tube containing
200 mg of glass beads and placed on ice. Following,
300 pl buffer SP1 and proteinase K were added, and
incubated at 70 °C for 10 min. Subsequently, all the pro-
cedures outlined in product manual were performed
according to the manufacturer’s protocol. Finally, DNA
was eluted in 200 pl of elution buffer and the extract
was stored at -20 °C until PCR.

Nested PCR

All extracted DNA samples were tested for G. duodenalis
using nested PCR amplification of the tpi, bg and gdh
genes. The nested PCR using previously described mixes
and PCR conditions were used to amplify fragments of the
bg gene [42], the gdh gene [43] and the tpi gene [44], with
some modifications. The primers and annealing
temperature used were similar to the one used by Wang
et al. [45] (Additional file 1). The PCR reactions were con-
ducted in 25 pl reaction mixtures for the tpi and gdh loci,
containing 1x PCR buffer (TaKaRa Shuzo Co., Ltd., Otsu,
Japan), 200 puM each ANTP (TaKaRa Shuzo Co., Ltd.),
04 pM each primer, 1 unit of rTag DNA polymerase
(TaKaRa Shuzo Co., Ltd.), and 2 pL of DNA sample. In
the bg protocol, 1X Ex Taq buffer (TaKaRa Shuzo Co.,
Ltd) and Ex Taq DNA polymerase (TaKaRa Shuzo Co.,
Ltd.) were used instead of 1X PCR buffer and rTaq. The
secondary PCR reactions were similar to the primary PCR
with the exception that 2 pl of the primary PCR product
was used as a template. In addition, the annealing
temperature of bg gene was lowered from 65 to 55 °C.
Both positive and negative controls were included in each
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round of PCR to validate results. The amplified products
were separated by electrophoresis on 1 % agarose gel
stained with ethidium bromide and visualized under UV
trans-illuminator. The PCR was conducted at the Inter-
national Joint Research Laboratory for Zoonotic Diseases
at Henan Agricultural University, China.

DNA sequencing and analysis

All positive PCR products were purified using Montage
PCR filters (Millipore, Bedford, MA) and sequenced
using an ABI BigDye Terminator v. 3.1 cycle sequencing
kit (Applied Biosystems, Foster City, CA) on an ABI
3100 automated sequencer (Applied Biosystems).
Sequence accuracy was confirmed by sequencing both
directions with primers used for the secondary PCRs.
The raw nucleotide sequences and chromatograms of
both forward and reverse directions were viewed using
the EditSeq 5.0 and Chromas 2.4 program, respectively.
The presence of double peaks at the chromatogram level
was verified and the sequences were aligned and
analyzed using ClustalX software. Consensus sequences
were then compared to homologous sequences in GenBank
using the Basic Local Alignment Search Tool (BLAST)
(http://www.ncbinlm.nih.gov/blast/) to determine the G.
duodenalis assemblages and sub-assemblages.

Phylogenetic analysis

A neighbor-joining tree was constructed using the
Molecular Evolutionary Genetics Analysis (MEGA)
program version 4.0 to estimate the evolutionary dis-
tance, based on genetic distance calculated by Kimura-2-
parameter model. The reliability of the phylogenetic tree
groupings was assessed by bootstrap analysis with 1000
replicates.

Statistical analysis

Data were computerized using EpiData version 3.1 and
imported to STATA Software for analysis. Chi square test
was used to verify possible association of G. duodenalis
infection with sex, age and study areas. Values were
considered to be statistically significant when the P-value
was < 0.05.

Ethics, approval and consent to participate

Ethical approval was obtained from the Institutional
Review Board of Aklilu Lemma Institute of Pathobiology
(ALIPB), Addis Ababa University and the National
Health Research Ethics Review Committee. Support
letters were obtained from Oromia Special Zone Health
Office and health administrative at community level.
The objectives of the study were explained to parents or
guardians of the selected children before the collection
of the specimens and written consent was obtained.
Study participants found positive for giardiasis and other
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intestinal parasites were treated using appropriate drugs
administered by physicians at the health center.

Availability of data and materials

The dataset supporting the conclusions of this article is
available in the GenBank database repository under the ac-
cession numbers: KT948101 to KT948110 and KT948083
to KT948100.

Additional file

Additional file 1: Summary of the target genes, primers and annealing
temperature of G. duodenalis used in this study. (DOCX 15 kb)

Abbreviations

ALIPB: Aklilu Lemma Institute of Pathobiology; bg: B-giardin; gdh: glutamate
dehydrogenase; SNPs: single nucleotide polymorphisms; tpi: triose phosphate
isomerase.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions

TW conceived and designed the study, carried out the molecular genetic
studies, participated in the sequence alignment, performed the statistical
analysis and drafted the manuscript. MRK carried out the molecular genetic
studies, participated in the sequence alignment, and helped to draft the
manuscript. JL carried out the molecular genetic studies and participated in
the sequence alignment. HA conceived and designed the study, performed
the statistical analysis and helped to draft the manuscript. BE conceived and
designed the study, performed the statistical analysis and drafted the
manuscript. LZ participated in the sequence alignment, performed the
statistical analysis and drafted the manuscript. GT conceived and designed
the study, participated in the sequence alignment, performed the statistical
analysis and drafted the manuscript. All authors read and approved the final
manuscript.

Acknowledgements

We would like to express our gratitude to colleagues of International Joint
Research Laboratory for Zoonotic Diseases, Henan Agricultural University
(China) for their technical assistance during the molecular work. Our special
thanks go to Dr. Anto Arkato for his language edition.

Funding

This study was financially supported by the Office of Graduate Studies and
the Office of the Vice President for Research and Technology Transfer,
Thematic Research Fund, Addis Ababa University; and the State Key Program
of National Natural Science Foundation of China (No. 31330079), and
Innovation Scientists and Technicians Troop Construction Projects of Henan
Province (No. 134200510012). The funding bodies have no role in the design
of the study and collection, analysis, and interpretation of data and in
writing the manuscript.

Author details

'Aklilu Lemma Institute of Pathobiology, Addis Ababa University, Addis
Ababa, Ethiopia. “College of Natural Sciences, Arba Minch University, Arba
Minch, Ethiopia. *Institute of Biotechnology, Addis Ababa University, Addis
Ababa, Ethiopia. 4Zhongshar\ School of Medicine, Sun Yat-sen University,
Guangzhou, China. “College of Animal Sciences and Veterinary Medicine,
Henan Agricultural University, Zhengzhou, Henan, China.

Received: 3 February 2016 Accepted: 12 May 2016
Published online: 21 May 2016

References
1. Adam RD. The Giardia lamblia genome. Int J Parasitol. 2001;30:475-84.

22.

23.

24.

25.

26.

Page 9 of 10

Garcia LS. Giardiasis Microbiology and microbial infection. In: Topley and
Wilson's. 10th ed. London: Arnold Press; 2005. p. 241-54.

Feng Y, Xiao L. Zoonotic potential and molecular epidemiology of Giardia
species and giardiasis. Clin Microbiol Rev. 2011;24:110-40.

Savioli L, Smith H, Thompson A. Giardia and Cryptosporidium join the
‘Neglected Diseases Initiative’. Trends Parasitol. 2006;22(5):203-8.

Caccio SM, Ryan U. Molecular epidemiology of giardiasis. Mol Biochem
Parasitol. 2008;160:75-80.

Eckmann L. Mucosal defenses against Giardia. Parasite Immunol. 2003;25:
259-70.

Rayani M, Unyah NZ, Hatam G. Molecular Identification of Giardia duodenalis
Isolates from Fars Province, Iran. Iranian J Parasitol. 2014;9(1):70-8.

Ryan U, Caccio SM. Zoonotic potential of Giardia. Int J Parasitol. 2013;43:
943-56.

Liu H, Shen YJ, Yin JH, Yuan ZY, Jiang YY, Xu YZ, et al. Prevalence and
genetic characterization of Cryptosporidium, Enterocytozoon, Giardia and
Cyclospora in diarrheal outpatients in China. BMC Infect Dis. 2014;14:25. doi:
10.1186/1471-2334-14-25.

Strkolcova G, Madar M, Hinney B, Goldova M, Mojzisova J, Halanova M.
Dog's genotype of Giardia duodenalis in human: first evidence in Europe.
Acta Paras. 2015;60(4):796-9.

Caccio SM, Beck R, Lalle M, Marinculic A, Pozio E. Multilocus genotyping of
Giardia duodenalis reveals striking differences between assemblages A and
B. Int J Parasitol. 2008;38:1523-31.

Birrie H, Erko B. Giardiasis in Ethiopia. Ethiop J Health Dev. 1995,9:77-80.
Ayalew D, Boelee E, Endeshaw T, Petros B. Cryptosporidium and Giardia
infection and drinking water source among Children in Lege Dani, Ethiopia.
Trop Med Int Health. 2008;13(4):472-5.

Tigabu E, Petros B, Endeshaw T. Prevalence of Giardiasis and
Cryptosporidiosis among children in relation to water sources in Selected
Village of Pawi Special District in Benishangul-Gumuz Region, Northwestern
Ethiopia. Ethiop J Health Dev. 2010;24(3):205-13.

Wegayehu T, Tsalla T, Seifu B, Teklu T. Prevalence of intestinal parasitic
infections among highland and lowland dwellers in Gamo area, South
Ethiopia. BMC Public Health. 2013;13:151.

Wegayehu T, Adamu H, Petros B. Prevalence of Giardia duodenalis and
Cryptosporidium species infections among children and cattle in North
Shewa Zone, Ethiopia. BMC Infect Dis. 2013;13:419.

King JD, Endeshaw T, Escher E, Alemtaye G, Melaku S, Gelaye W, et al.
Intestinal Parasite Prevalence in an Area of Ethiopia after Implementing the
SAFE Strategy, Enhanced Outreach Services, and Health Extension Program.
PLoS Negl Trop Dis. 2013;7(6):€2223.

Abossie A, Seid M. Assessment of the prevalence of intestinal parasitosis
and associated risk factors among primary school children in Chencha
town, Southern Ethiopia. BMC Public Health. 2014;14:166.

Ramos JM, Rodriguez-Valero N, Tisiano G, Fano H, Yohannes T, Gosa A, Fruttero
E, Reyes F, Gorgolas M. Different profile of intestinal protozoa and helminthic
infections among patients with diarrhoea according to age attending a rural
hospital in southern Ethiopia. Trop Biomed. 2014;31(2):392-7.

Gelanew T, Lalle M, Hailu A, Pozio E, Caccio SM. Molecular characterization of
human isolates of Giardia duodenalis from Ethiopia. Acta Trop. 2007;120:92-9.
Flecha MJ, Benavides CM, Tissiano G, Tesfamariam A, Cuadros J, de Lucio A,
et al. Detection and molecular characterization of Giardia duodenalis,
Cryptosporidium spp. and Entamoeba spp. among patients with
gastrointestinal symptoms in Gambo Hospital, Oromia Region, southern
Ethiopia. Trop Med Int Health. 2015;20:1213-22.

Schuurman T, Lankamp P, van Belkum A, Kooistra-Smid M, van Zwet A.
Comparison of microscopy, real-time PCR and a rapid immunoassay for the
detection of Giardia lamblia in human stool specimens. Clin Microbiol
Infect. 2007;13:1186-91.

Stensvold CR, Nielsen HV. Comparison of microscopy and PCR for detection
of intestinal parasites in Danish patients supports an incentive for molecular
screening platforms. J Clin Microbiol. 2012;50:540-1.

Ignatius R, Gahutu JB, Klotz C, Steininger C, Shyirambere C, et al. High
Prevalence of Giardia duodenalis Assemblage B Infection and Association with
Underweight in Rwandan Children. PLoS Negl Trop Dis. 2012,6(6):€1677.
Soliman RH, Fuentes |, Rubio JM. Identification of a novel Assemblage B
subgenotype and a zoonotic Assemblage C in human isolates of Giardia
intestinalis in Egypt. Parasitol Int. 2011,60:507-11.

Mateo M, Mateo M, Montoya A, Bailo B, Saugar JM, Aguilera M, Fuentes |,
Carmena D. Detection and Molecular Characterization of Giardia duodenalis


dx.doi.org/10.1186/s12866-016-0706-7
http://dx.doi.org/10.1186/1471-2334-14-25

Wegayehu et al. BMC Microbiology (2016) 16:89

27.

28.

29.

30.

31

32.

33.

34

35.

36.

37.

38.

39.

40.

41,

42.

43.

44,

45,

in Children Attending Day Care Centers in Majadahonda, Madrid, Central
Spain. Medicine. 2014;93(15):1-6.

Minetti C, Lamden K, Durband C, Cheesbrough J, Fox A, Wastling JM.
Determination of Giardia duodenalis assemblages and multi-locus genotypes in
patients with sporadic giardiasis from England. BMC Parasit Vect. 2015,8:444.
Helmy MF, Abdel-Fattah HS, Rashed L. Real-time PCR/RFLP assay to detect
Giardia intestinalis genotypes in human isolates with diarrhea in Egypt. J
Parasitol. 2009;95:1000-4.

Sahagun J, Clavel A, Goni P, Seral C, Llorente MT, Castillo FJ, et al.
Correlation between the presence of symptoms and the Giardia duodenalis
genotype. Eur J Clin Microbiol Infect Dis. 2008,27:81-3.

Geurden T, Levecke B, Caccid SM, Visser A, de Groote G, Casaert S, et al.
Multilocus genotyping of Cryptosporidium and Giardia in non-outbreak
related cases of diarrhoea in human patients in Belgium. Parasitology. 2009;
136(10):1161-8.

Lebbad M, Petersson |, Karlsson L, Botero-Kleiven S, Andersson JO,
Svenungsson B, et al. Multilocus genotyping of human Giardia isolates
suggests limited zoonotic transmission and association between assemblage B
and flatulence in children. PLoS Negl Trop Dis. 2011;5(8):e1262.

Cooper MA, Adam RD, Worobey M, Sterling CR. Population genetics
provides evidence for recombination in Giardia. Curr Biol. 2007;17:1984-8.
Hussein Al, Yamaguchi T, Nakamoto K, Iseki M, Tokoro M. Multiple-
subgenotype infections of Giardia intestinalis detected in Palestinian clinical
cases using a subcloning approach. Parasitol Int. 2009;58:258-62.

Broglia A, Weitzel T, Harms G, Caccio SM, Nockler K. Molecular typing of
Giardia duodenalis isolates from German travellers. Parasitol Res. 2013;112:
3449-56.

Homan WL, Mank TG. Human giardiasis: genotype linked differences in clinical
symptomatology. Int J Parasitol. 2001;31:822-6.

Read C, Walters J, Robertson ID, Thompson RC. Correlation between genotype
of Giardia duodenalis and diarrhoea. Int J Parasitol. 2002,32:229-31.

Perez Cordon G, Cordova Paz Soldan O, Vargas Vasquez F, Velasco Soto JR,
Sempere Bordes L, et al. Prevalence of enteroparasites and genotyping of
Giardia lamblia in Peruvian children. Parasitol Res. 2008;103:459-65.

Kohli A, Bushen QY, Pinkerton RC, Houpt E, Newman RD, et al. Giardia
duodenalis assemblage, clinical presentation and markers of intestinal
inflammation in Brazilian children. Trans R Soc Trop Med Hyg. 2008;102:718-25.
Haque R, Mondal D, Karim A, Molla IH, Rahim A, et al. Prospective case-
control study of the association between common enteric protozoal
parasites and diarrhea in Bangladesh. Clin Infect Dis. 2009;48:1191-7.
Breathnach AS, McHugh TD, Butcher PD. Prevalence and clinical correlations
of genetic subtypes of Giardia lamblia in an urban setting. Epidemiol Infect.
2010;138:1459-67.

Molina N, Minvielle M, Grenovero S, Salomon C, Basualdo J. High prevalence
of infection with Giardia intestinalis genotype B among children in urban
and rural areas of Argentina. Ann Trop Med Parasitol. 2011;105:299-309.
Caccio SM, de Giacomo M, Pozio E. Sequence analysis of the b-giardin gene
and development of a PCR-RFLP assay to genotype Giardia duodenalis cysts
from human faecal samples. Int J Parasitol. 2002;32:1023-30.

Read CM, Monis PT, Thompson RC. Discrimination of all genotypes of
Giardia duodenalis at the glutamate dehydrogenase locus using PCR-RFLP.
Infect Genet Evol. 2004;4:125-30.

Sulaiman IM, Fayer R, Bern C, Gilman RH, Trout JM, Schantz PM, Das P, Lal AA,
Xiao L. Triosephosphate isomerase gene characterization and potential
zoonotic transmission of Giardia duodenalis. Emerg Infect Dis. 2003;9:1444-52.
Wang H, Zhao G, Chen G, Jian F, Zhang S, Feng C, Wang R, Zhu J, Dong H,
Hua J, Wang M, Zhang L. Multilocus Genotyping of Giardia duodenalis in
Dairy Cattle in Henan, China. PLoS One. 2014;,9(6):100453.

Page 10 of 10

Submit your next manuscript to BioMed Central
and we will help you at every step:

* We accept pre-submission inquiries

e Our selector tool helps you to find the most relevant journal

* We provide round the clock customer support

e Convenient online submission

e Thorough peer review

e Inclusion in PubMed and all major indexing services

e Maximum visibility for your research

Submit your manuscript at

www.biomedcentral.com/submit () BioMed Central




	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	Prevalence of G. duodenalis infection
	Assemblages and sub-assemblages of G. duodenalis
	Genetic characterization of G. duodenalis
	Phylogenetic analysis
	Intestinal parasites other than G. duodenalis

	Discussion
	Conclusion
	Methods
	Study area
	Sampling techniques
	Specimen collection and microscopy
	DNA extraction
	Nested PCR
	DNA sequencing and analysis
	Phylogenetic analysis
	Statistical analysis
	Ethics, approval and consent to participate
	Availability of data and materials

	Additional file
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Funding
	Author details
	References

