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Abstract

Background: Ruminants, in particular bovines, are the primary reservoir of Shiga toxin-producing E. coli (STEC), but
whole genome analyses of the current German ESBL-producing O104:H4 outbreak strain of sequence type (ST) 678
showed this strain to be highly similar to enteroaggregative E. coli (EAEC). Strains of the EAEC pathotype are
basically adapted to the human host. To clarify whether in contrast to this paradigm, the O104:H4 outbreak strain
and/or EAEC may also be able to colonize ruminants, we screened a total of 2.000 colonies from faecal samples of
100 cattle from 34 different farms - all located in the HUS outbreak region of Northern Germany - for genes
associated with the O104:H4 HUS outbreak strain (stx2, terD, rfbO104, fliCH4), STEC (stx1, stx2, escV), EAEC (pAA, aggR,
astA), and ESBL-production (blaCTX-M, blaTEM, blaSHV).

Results: The faecal samples contained neither the HUS outbreak strain nor any EAEC. As the current outbreak
strain belongs to ST678 and displays an en-teroaggregative and ESBL-producing phenotype, we additionally
screened selected strains for ST678 as well as the aggregative adhesion pattern in HEp-2 cells. However, we were
unable to find any strains belonging to ST678 or showing an aggregative adhesion pattern. A high percentage of
animals (28%) shed STEC, corroborating previous knowl-edge and thereby proving the validity of our study. One of
the STEC also harboured the LEE pathogenicity island. In addition, eleven animals shed ESBL-producing E. coli.

Conclusions: While we are aware of the limitations of our survey, our data support the theory, that, in contrast to
other Shiga-toxin producing E. coli, cattle are not the reservoir for the O104:H4 outbreak strain or other EAEC, but
that the outbreak strain seems to be adapted to humans or might have yet another reservoir, raising new
questions about the epidemiology of STEC O104:H4.
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Background
The month of May 2011 marked the beginning of an
outbreak of haemolytic uremic syndrome (HUS) caused
by an unusual Shiga toxin-producing E. coli (STEC)
O104:H4 strain, belonging to the HUSEC041 clone

(HUS-associated enterohaemorrhagic E. coli) because of
this specific serotype [1]. The strain, which was found to
be of sequence type (ST) 678 rendered many ill and also
claimed several lives in Germany. The epicentre of the
outbreak was Northern Germany, from where it has
spread throughout Germany and beyond, to other Eur-
opean countries [2-4]. With a predominance of infection
in adult women and more than 800 cases of haemolytic
uremic syndrome (HUS) accompanied with central
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nervous system complications, this outbreak is unusual.
While the reasons for this are currently unknown, it has
already been proven that the outbreak strain has an
unusual genome make up, as it shows a strong similarity
to an enteroaggregative E. coli (EAEC) of the same sero-
type, which was previously isolated from a patient in
Africa. Therefore, this E. coli strain combines virulence
traits of EAEC and STEC [3,5-8].
The principal reservoir of STEC strains are rumi-

nants. However, they have not been reported to har-
bour STEC O104:H4 nor EAEC [9-11]. To analyse
whether the O104:H4 outbreak strain and/or related
strains were shed by cattle in the outbreak region, we
sought to investigate faecal samples from cattle, origi-
nating from the current outbreak area. To address this
question, we collected faecal samples from 100 slaugh-
ter cattle originating from 34 different farms located in
the vicinity of the outbreak area in Northern Germany.
Sampling was done on one day in one abattoir. Our
findings indicate that the reservoir of the current out-
break strain in fact does not seem to be cattle, addres-
sing the question of whether humans or other so far
unrecognized hosts act as a reservoir for these highly
pathogenic STEC strains.

Results
On June 6th, 2011, during the time of the HUS out-
break, we visited a local abattoir and collected faecal
samples of 100 animals, which were slaugh-tered on
that day. As shown in Figure 1, most of the 34 farms
these animals originated from were located in the out-
break area. The number of animals tested per farm ran-
ged from one to twenty-one (Xmed = 2; Xarith = 2.94).
After cultivation (18 h, 37°C), 20 coliform colonies per
animal (2.000 colonies in total) were picked according
to the colony morphology and further investigated in a
two-step-process: (i) testing the investigated colonies for
the presence of the O104:H4 HUS outbreak strain, and
(ii) testing the investigated colonies for the presence of
STEC and EAEC as well as ESBL-positive strains using
both PCR and phenotypic methods.

Screening bovine faecal E. coli for the HUS O104:H4
outbreak strain
In the first part of the present study, the strains were
tested using the Multiplex-PCR developed by Bielas-
zewska et al. (2011) for rapid detection of the outbreak
strain. Out of 2.000 E. coli isolates derived from the 100
faecal samples investigated, not a single one showed the
O104:H4 HUS outbreak strain-specific combination of
the genes stx2, terD, rfbO104, and fliCH4 detected by this
Multiplex-PCR. Thus, not a single animal shed the
O104:H4 outbreak strain.

Screening bovine faecal E. coli for the presence of STEC,
EAEC, and ESBL-positive isolates
The second part of the study focussed on the question,
whether STEC, EAEC, or ESBL-positive strains are
present in the investigated population. For this pur-
pose, the strains were further tested for (i) STEC and
EPEC properties, namely stx1, stx2, bfpA, and escV; (ii)
enteroaggregative E. coli (EAEC) properties, especially
the occurrence of the genes pAA, aggR, but also the
enteroaggregative adhesion pattern; and (iii) ESBL
phenotype.
(i) Twenty-eight of the 100 faecal samples tested har-

boured STEC. One single sample could be positive for
different STEC strains, that is, harbouring isolates either
positive for stx1 or stx2 or both (Table 1). Most of these
samples (n = 19) harboured isolates containing stx2
only. Eight samples harboured isolates with both stx1
and stx2, and only one of these samples contained an
isolate positive for stx1 only. One animal shed an isolate
which, in addition to stx2, was positive for the escV

Figure 1 Map of Germany displaying the incidence of HUS
cases (June 29th, 2011; source: Robert Koch Institute: SurvStat,
http://www3.rki.de/SurvStat). Each red dot indicates the origin of
a single animal.
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gene, indicating the possession of a Locus of enterocyte
effacement (LEE). As for the bfpA gene, we were unable
to find any positive isolate, thus no typical EPEC were
identified.

(ii) None of the animals shed any isolates that showed
typical genetic features of EAEC, as not a single sample
could be identified, that harboured isolates reacting
positive for pAA or aggR. In contrast, a large number of

Table 1 Characteristics of STEC identified in the present study (all STEC were ESBL-negative)

Strain Animal-no. Farm-no. MLST VAG Adhesion pattern

icd mdh stx2 stx1 terD rfbO104 fliCH4 pAA aggR astA bfpA escV

IMT26289 4 F2 16* 12* + - - - - - - - - - n.t.

IMT26290 4 F2 16 12 + - - - - - - - - - n.t.

IMT26294 5 F2 1 20 + - - - - - - - - + n.t.

IMT26296 16 F6 26 9 + - - - - - - - - - no defined pattern

IMT26297 21 F11 43 5 + + - - - - - - - - n.t.

IMT26299 28 F16 1 9 + + - - - - - - - - LA

IMT26300 28 F16 1 9 + + - - - - - - - - LA

IMT26303 35 F18 85 7 + - - - - - - - - - n.t.

IMT26304 37 F18 18 24 + - - - - - - - - - n.t.

IMT26305 42 F18 26 9 + + - - - - - - - - no defined pattern

IMT26307 43 F18 109 7 + - - - - - - - - - n.t.

IMT26308 43 F18 109 7 + - - - - - - + - - no defined pattern

IMT26309 44 F19 18 24 + - - - - - - - - - n.t.

IMT26310 46 F19 18 24 + - - - - - - - - - n.t.

IMT26313 51 F20 26 9 + + - - - - - - - - no defined pattern

IMT26314 54 F20 16 24 + - - - - - - - - - n.t.

IMT26315 57 F20 new new + - - - - - - + - - LA

IMT26316 60 F20 new 24 + - - - - - - - - - no adhesion detected

IMT26317 66 F22 16 12 + - - - - - - - - - n.t.

IMT26318 68 F22 8 8 + - - - + - - + - - no defined pattern

IMT26319 71 F24 18 53 + - + - - - - - - - no defined pattern

IMT26320 73 F25 18 9 + - - - - - - - - - DA

IMT26321 73 F25 16 7 + - - - - - - - - - n.t.

IMT26322 74 F26 1 9 + + - - - - - - - - no defined pattern

IMT26324 74 F26 8 8 + - - - - - - - - - n.t.

IMT26325 74 F26 18 9 + - - - - - - - - - no defined pattern

IMT26326 75 F34 16 24 + - - - - - - - - - n.t.

IMT26327 75 F34 16 24 + - - - - - - - - - n.t.

IMT26329 75 F34 16 24 + - - - - - - - - - n.t.

IMT26330 75 F30 16 24 + - - - - - - - - - no defined pattern

IMT26331 77 F28 103 24 + - - - - - - - - - n.t.

IMT26332 80 F10 85 7 + - - - - - - - - - n.t.

IMT26334 80 F10 45 11 - + - - - - - - - - n.t.

IMT26335 83 F10 26 9 + + - - - - - - - - no defined pattern

IMT26336 83 F10 85 7 + - - - - - - - - - n.t.

IMT26337 83 F10 85 7 + - - - - - - - - - n.t.

IMT26338 83 F10 85 7 + - - - - - - - - - n.t.

IMT26340 90 F10 16 11 + - - - - - - - - - n.t.

IMT26341 92 F10 16 11 + - - - - - - - - - n.t.

IMT26342 92 F10 26 9 + - - - - - - - - - no defined pattern

IMT26343 93 F10 26 9 + + - - - - - - - - no defined pattern

IMT26344 93 F10 26 9 + + - - - - - - - - no defined pattern

IMT26346 93 F10 85 7 + - - - - - - - - - n.t.

IMT26355 98 F10 103 24 + - - - - - - - - - n.t.

STEC: Shiga-toxin-producing E. coli; ESBL: extended-spectrum beta-lactamase; n.t. not tested; LA: localized adherence; DA: diffuse adherence; *: allele number as
assigned by mlst.net
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animals shed isolates that reacted positively for astA, the
gene encoding an enterotoxin, which had originally been
identified in EAEC, but is not specific for this pathotype.
In summary, while STEC were shed by 28% of the
investigated animals, not a single animal shed EAEC.
(iii) Eleven of the one hundred animals tested shed a

total of 14 ESBL-producing E. coli as identified using
the CHROMagar orientation supple-mented with cefo-
taxime. These animals originated from nine different
farms. PCR based screening and subsequent sequence
analysis revealed blaCTX-M-1 (n = 12) as the most com-
mon ESBL-resistance determinant. Additionally, we
found a single blaTEM-positive isolate, which was identi-
fied as blaTEM52, and another ESBL-producing isolate
positive for blaCTX-M-15. As outlined in Table 2 some
ESBL-producing strains further possessed different viru-
lence factors. The single blaCTX-M-15-positive strain
IMT26356 harboured genes terD and astA. Also, four of
the blaCTX-M1-positive strains were positive for fliCH4,
the gene encoding H-antigen 4, but none possessed
O104-encoding genes.

MLST
Even though we were unable to identify either the O104:
H4 outbreak strain or any EAEC, nevertheless we chose
a total of 86 strains with at least one characteristic of
the O104:H4 HUS-outbreak strain for further proof of
our results. As the phylogenetic relationship of E. coli
strains is more accurately reflected by its sequence type
than by its serotype, we first sequenced the two house-
keeping genes icd and mdh, the alleles of which are able
to specifically determine strains of ST678. As the out-
break strain belongs to ST678, the unique combination
of icd 136 and mdh 9 determines the existence of any

phylogenetically related strain. The 86 strains were
selected for MLST on the following bases: (i) ESBL-pro-
ducing strains, (ii) strains positive for stx2, (iii) strains
positive for fliCH4, and (iv) strains positive for terD.
However, we did not find the unique ST678 allele com-
bination of icd 136 and mdh 9 in any of these investi-
gated strains. While icd allele 136 was never found, 18
strains contained mdh allele 9. Of these 18 strains that
where potentially related to each other due to the com-
mon mdh allele, we identified 10 strains to be related to
ST678 by Maximum Parsimony analysis (Figure 2).
Three of them showed the icd allele 18 and seven
strains shared the icd allele 26. As icd 18 differs in only
one and icd 26 in just two nucleotides from icd 136, we
additionally performed a complete MLST analyses for
these 10 strains to further determine the degree of relat-
edness of these strains to ST678.
The sequence types identified in these 10 strains dif-

fered in around 3 to 5 alleles from ST678 of the O104:
H4 outbreak strain. An additionally performed cluster-
ing based on the nucleotide differences of the 7 MLST
genes further substantiated these results as they clearly
identified a rather distant similarity between these 10
strains and the O104:H4 outbreak strain (Table 3 and
additional file 1).

Testing for the enteroaggregative adhesion pattern
Because it is known that EAEC are a diverse type of
pathogens [12], in addition to testing for EAEC specific
genes pAA or aggR, we tested 27 strains with some simi-
larity to the outbreak strain, namely possession of viru-
lence gene combinations similar to that of the outbreak
strain and/or showing an ESBL phenotype, and/or a
slight relation to ST678 as determined by MLST, in the

Table 2 Characteristics of ESBL-producing E.coli identified in the present study

Strain Animal-no. Farm-no. ESBL type MLST VAG

icd mdh stx2 stx1 terD rfbO104 fliCH4 pAA aggR astA bfpA escV

IMT26356 7 F4 CTX-M-15 96* 70* - - + - - - - + - -

IMT26358 12 F7 CTX-M-1 18 11 - - - - - - - + - -

IMT26359 18 F30 CTX-M-1 8 8 - - - - - - - - - -

IMT26360 24 F12 CTX-M-1 1 8 - - - - - - - - - -

IMT26362 31 F17 CTX-M-1 8 8 - - - - + - - - - -

IMT26363 31 F17 CTX-M-1 8 8 - - - - + - - + - -

IMT26364 34 F17 CTX-M-1 8 8 - - - - - - - + - -

IMT26365 35 F18 CTX-M-1 8 8 - - - - - - - - - -

IMT26366 35 F18 CTX-M-1 16 9 - - - - - - - - - -

IMT26367 36 F18 CTX-M-1 8 12 - - - - + - - - - -

IMT26368 36 F18 TEM-52 13 36 - - - - + - - - - -

IMT26369 72 F24 CTX-M-1 1 8 - - - - + - - - - -

IMT26370 76 F27 CTX-M-1 16 12 - - - - - - - - - -

IMT26374 79 F10 CTX-M-1 8 8 - - - - - - - - - -

n.t.: not tested; *: allele number as assigned by mlst.net
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HEp-2 cell adhesion assay for the enteroaggregative
adhesion pattern. The features of these 27 tested strains
are given in additional file 2. Not a single strain dis-
played this adhesion pattern, while EAEC 17-2 and the
HUS outbreak strain RKI II-2027 did (data not shown).
Therefore, our cumulative data show that the investi-
gated animals did not shed any EAEC.

Discussion
To the best of our knowledge, this is the first study
which actively screened cattle during the O104:H4
ST678 HUS outbreak in Germany by simultaneously
taking samples of 100 slaughter cattle from 34 different
farms, which were located in close proximity of the out-
break area in Northern Germany in June 2011. By
screening for the three characteristics that make the
current outbreak strain so unique, namely Shiga toxin 2,
serotype O104:H4, and tellurite resistance, utilizing the
PCR protocol established by Bielaszewska et al. [3] and

phenotypically testing for ESBL-production, we could
clearly show that none of the samples harboured the
outbreak strain. This suggests that the strain was not
shed by any of the animals tested. This result was also
supported by additional sequence analyses, namely
MLST and further phylogenetic analyses, which could
clearly show that none of the strains that were found in
the cattle are closely related to the O104:H4 outbreak
strain.
In addition, we were not able to detect any strains that

belonged to the EAEC pathotype in any of the samples.
Furthermore, cell culture tests unravelling the adhesion
pattern of strains that shared at least some of the fea-
tures of the outbreak strain did not reveal any strains
with an aggregative adhesion pattern, which due to the
large diversity of EAEC is still the gold standard for test-
ing [13].
We are aware that active testing of 100 samples does

not give sound risk assessment about the possibility of

Figure 2 Dendrogram based on the analyses of icd and mdh from 86 bovine E. coli strains. Strains highlighted in green (icd 18) and blue
(icd 26), show the closest relationship to O104:H4 outbreak strain, the ST678 reference strain.
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Table 3 Characteristics of 10 E.coli chosen for complete MLST analysis

Strain Animal-no. Farm-no. MLST VAG Adhesion pattern

ST adk fumC gyrB icd mdh purA recA stx2 stx1 rfbO104 fliCH4 terD pAA aggR astA bfpA escV

IMT26296 16 F6 297 6 65 32 26 9 8 2 + - - - - - - - - - No defined pattern

IMT26302 32 F17 2425 6 6 3 18 9 7 6 - - - + - - - - - - LA

IMT26306 42 F18 718 6 19 3 26 9 8 6 - - - - + - - - - - No defined pattern

IMT26313 51 F20 297 6 65 32 26 9 8 2 + + - - - - - - - - No defined pattern

IMT26320 73 F25 442 6 95 33 18 9 8 14 + - - - - - - - - - DA

IMT26325 74 F26 677 6 95 15 18 9 8 14 + - - - - - - - - - No defined pattern

IMT26335 83 F10 297 6 65 32 26 9 8 2 + + - - - - - - - - No defined pattern

IMT26342 92 F10 718 6 19 3 26 9 8 6 + - - - - - - - - - No defined pattern

IMT26343 93 F10 297 6 65 32 26 9 8 2 + + - - - - - - - - No defined pattern

IMT26344 93 F10 297 6 65 32 26 9 8 2 + + - - - - - - - - No defined pattern

HUSEC041 None none 678 6 6 5 136 9 7 7 + - + + + + + - - - AA

ST: Sequence Type; LA: localized adherence; DA: diffuse adherence; AA: aggregative adherence
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cattle serving as an infection source. Nevertheless, given
the fact that (i) we tested these animals during the HUS
outbreak [3,14] and (ii) EAEC have not been found in
previous studies in cattle [9-11], our findings indicate
that cattle are not the source of this current outbreak.
In effect, while we confirm previous findings on cattle
not shedding EAEC, our study is important with respect
to the fact that ruminants, and mainly cattle, are the pri-
mary reservoir of STEC. Therefore, our results, showing
that neither the O104:H4 outbreak strain nor any EAEC
could be isolated, strongly hint towards the possibility
that cattle are not the reservoir of the O104:H4 out-
break strain. Hence, the reservoir of these special STEC
is unknown and further work is needed to answer this
question.
According to the literature EAEC are highly adapted

to humans only, which would suggest the human to be
the reservoir [13,15]. This indeed would have a pro-
found impact on infection epidemiology, particularly
when taking into account the role of humans who shed
the HUS outbreak strain without developing disease.
While it is known from previous studies that STEC are
shed, it can therefore be openly speculated for how long
and how intensely this strain could then be shed.
We were able to isolate STEC strains from 28% of the

animals, which also is an expected finding, substantiat-
ing our previous work and that of other colleagues from
Germany [16-20]. It is however worth mentioning, that
all of these animals shed one or more strains positive
for stx2, while only eight animals shed strains producing
stx1, all in addition to stx2-positive strains.
Another interesting finding was the isolation of 14

ESBL-producing E. coli out of 11 animals originating
from nine different farms, meaning that 11% of the ani-
mals actually shed ESBL-producing E. coli, mainly har-
bouring the gene blaCTX-M-1. We are not aware of too
many studies detecting such strains in faecal samples of
cattle, but this high percentage of ESBL-producers is
comparable to the so far limited knowledge given by
other studies, where up to 39% of the cattle of a single
farm were ESBL-producers mostly carrying blaCTX-M-1

[21-24]. Nearly all ESBL-positive strains we isolated

belonged to this group, suggesting that such strains are
obviously common in cattle worldwide.
In summary our data indicate that cattle are not the

reservoir for the O104:H4 outbreak strain or EAEC.
Clearly the identification of the ecology of the O104:H4
strains requires further investigation.

Conclusions
No O104:H4 outbreak strains could be detected in the
investigated cattle, while other STEC were present. In
addition, no E. coli showing character-istics of closely
related E. coli, e.g. aggR, pAA were isolated from the
samples, indicating that O104:H4 and EAEC may possi-
bly have a reservoir other than cattle, which is known to
be the reservoir for “classical” STEC like serotype O157:
H7. This work presents the first step in the process of
identifying the host and res-ervoir of the O104:H4 out-
break strain.

Materials and methods
Reference strains
The following strains were used as reference strains for
all experiments elaborated as described in the Materials
and Methods section: Strain HUSEC041 (ST678; O104:
H4; [3]) and HUS-outbreak strain RKI II-2027 (ST678;
O104:H4, kindly provided by Angelika Fruth and Erhard
Tietze, Robert Koch Institute Wernigerode, Germany)
were the HUSEC http://www.ehec.org/ and outbreak
reference strains, respectively. The STEC reference
strain was EDL933 (ST11, O157:H7), while strain 17-2
(ST10; O3:H2) [25] served as EAEC reference strain. In
addition, E. coli strain E2348/69 (ST15; O127:H6) was
used as an EPEC reference strain (Table 4).

Faecal screening study
On June 6th, 2011, faecal samples were taken from the
gut of a total of 100 cattle, slaughtered on that day in
one abattoir. The animals originated from 34 different
farms in Northern Germany, the centre of the 2011
HUS outbreak. After diluting the samples in a ratio of
1:2 with PBS and vortexing, the samples were streaked
on (i) CHROMagar Orientation (Mast Diagnostics,

Table 4 Characteristics of the reference strains used in the present study

Strain Pathotype Serotype ST VAG Adhesion pattern ESBL phenotype

stx2 terD stx1 pAA aggR astA bfpA escV

HUSEC041 STEC O104:H4 ST678 + + - + + - - - AA negative

RKI II-2027 STEC O104:H4 ST678 + + - + + - - - AA positive

EDL933 STEC O157:H7 ST11 + - + - - - - + LA negative

17-2 EAEC O3:H2 ST10 - + - + + + - - AA negative

E2348/69 EPEC O127:H6 ST15 - + - - - - + + LA negative

ST: Sequence Type; STEC: Shiga toxin producing E. coli; EAEC: Enteroaggregative E. coli; EPEC: Enteropathogenic E. coli; AA: aggregative adhesion; LA: localized
adhesion
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Paris, France), (ii) CHROMagar supplemented with cefo-
taxime (4 μg/ml) and (iii) Gassner agar plates (Oxoid
GmbH, Wesel, Germany). After 18 h of incubation at
37°C a total of 20 coliform colonies per animal were
picked from these three plates based on colony mor-
phology and streaked on blood agar, resulting in the
total number of 2.000 coliform colonies that were
further investigated. The next day, the colonies were
grouped into 4 pools per animal, each pool containing
material of five coliform colonies and after heat lysis
treatment (10 min, 100°C) the pools were analysed using
three different Multiplex-PCRs (see below). If any gene
detected in these Multiplex-PCRs yielded a positive
result, the PCR was repeated with each single colony of
the pool. Positive colonies were puri-fied and tested bio-
chemically to confirm that these were E. coli after which
each colony was now referred to as a bacterial strain.

Determination of extended-spectrum beta-lactamase
(ESBL)-producing E. coli
Colonies showing growth and the typical phenotype of
E. coli on CHROMagar agar plates supplemented with
cefotaxime were also tested bio-chemically to confirm
they were E. coli, and ESBL-production was confirmed
according to the CLSI criteria [26]. Colonies with a
positive confirmatory test were further processed and
regarded as bacterial strains. DNA was isolated using
standard methods and used for PCR based screening
and, if positive, subsequent sequencing of the ESBL
related genes blaCTX-M, blaTEM and blaSHV [27].

Determination of virulence-associated genes
Two of the three Multiplex-PCRs utilized in this study
have been published previously. In brief, for the detec-
tion and identification of the O104:H4 outbreak strain,
we used the recently described Multiplex-PCR for stx2,
terD, rfbO104, and fliCH4 [3].
In a second part of the study, STEC and enteropatho-

genic E. coli (EPEC) were identified using a Multiplex-
PCR including stx1 and stx2 (STEC) as well as escV and
bfpA (EPEC) [28]. The screening for EAEC was per-
formed by the detection of pAA, aggR, and astA by a
Multiplex-PCR based on published primer sequences
and single PCR protocols, respectively. Briefly, primers
for the detection of the virulence-associated factors pAA
(5’-CTGGCGAAAGACTGTATCAT-3’ and 5’-CAATG-
TATAGAAATCCGCTGTT-3’) [29], aggR (5’-GTATA-
CACAAAAGAAGGAAGC-3’ and 5’-ACAGAATCGT
CAGCATCAGC-3’) [30], as well as astA (5’-TGCCAT-
CAACACAGTATATCC-3’ and 5’-TAGGATCCT-
CAGGTCGCGAGTGACGGC-3’) [31], were chosen
according to primer compatibility and product size to fit
into a single Multiplex-PCR. In brief, this Multiplex-
PCR was performed in a 25 μl reaction mixture

including 2.5 μl 10 × PCR buffer, 2.0 μl 50 mM MgCl2,
2U Taq DNA polymerase (Rapidozym, Germany), 0.5 μl
of each 10 mM dNTP, 0.1 μl (100 pmol) oligonucleotide
primer pair, and 4 μl template DNA, supplemented with
the appropriate volumes of double-distilled water. Reac-
tion mixtures were subjected to the following tempera-
ture profiles: 5 min at 94°C; 25 cycles of 30 s at 94°C, 1
min at 56°C, 45 s at 72°C, with a final circle of 10 min
at 72°C and a hold at 10°C.

Multi locus sequence typing (MLST) and phylogenetic
grouping
ST678, the ST of the current HUS outbreak strain,
according to the scheme described by Wirth et al. (2006)
[32] (http://mlst.ucc.ie/mlst/dbs/Ecoli) can easily be iden-
tified by the analyses of two housekeeping genes only,
namely icd and mdh, as the combination of icd allele 136
and mdh allele 9 specifically identifies this ST. Therefore,
all identified STEC, phenotypic ESBL-producing E. coli
and other isolates that harboured at least some of the
genetic features common to the outbreak strain were
further analysed by sequencing these two alleles.
All sequences generated for these two genes were con-

catenated and the phylogenetic relationship was inferred
using the Maximum Parsimony method. Phylogenetic
analyses were performed with Mega 5.05 (http://www.
megasoftware.net) and CLC Genomics Workbench 4.7
(http://www.clcbio.com). Based on these analyses, com-
plete MLST was performed for all strains that seemed
to be very closely related to ST678. MLST determina-
tion was carried out as described previously [32] with
minor modifications as published by Ewers et al. [27].

Cell adhesion assay
As EAEC are a highly heterogeneous group of pathogens,
we further tested selected strains (n = 27) for their adhe-
sion pattern in HEp-2 cells, the gold standard for EAEC
typing [12,33]. The selection of strains was based on the
results obtained in the Multiplex-PCRs (particularly, but
not exclusively, the ability to produce Shiga toxin), and/or
close relation to the outbreak strain according to the
MLST analysis (additional file 2). Briefly, HEp-2 cells were
seeded in 12-well-plates with cover slips 48 hours before
infection. After a three hour infection period using bacter-
ial strains suspended in cell culture medium containing
1% mannose, HEp-2-cells on the cover slips were washed
with 1× PBS three times, fixated with methanol for 15
minutes and stained with freshly prepared GIEMSA stain-
ing solution (45 minutes, room temperature) [13].

Additional material

Additional file 1: Maximum Parsimony based clustering analysis of
the concatenated sequences of the 7 genes used for MLST.
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Reference scale of tree is equal to 1 nucleotide substitution.
Maximum Parsimony based clustering analysis of the concatenated
sequences of the 7 genes used for MLST. Reference scale of tree is equal
to 1 nucleotide substitution.

Additional file 2: Characteristics of strains selected for cell adhesion
assay (n = 27) and reference strains.

Acknowledgements
We thank Katrin Teske for technical assistance and Angelika Fruth and
Erhard Tietze for providing E. coli strains. We also thank the Teterower
Fleisch GmbH in Teterow, Germany and Hartmut Hasse for the opportunity
and permission to collect the samples at the slaughterhouse. We thank Mark
Achtman for providing the MLST database for E.coli (http://mlst.ucc.ie/mlst/
mlst/dbs/Ecoli).

Author details
1Institute of Microbiology and Epizootics, Veterinary Faculty, Freie Universität
Berlin, Germany. 2Institute of Epidemiology, Friedrich-Loeffler-Institut, Federal
Research Institute for Animal Health, Seestrasse 55, D-16868 Wusterhausen,
Germany. 3Institute for Hygiene and the National Consulting Laboratory for
Haemolytic Uraemic Syndrome, University of Münster, Germany.

Authors’ contributions
Conceived and designed the study: LHW, AB, SG; Performed the
experiments: AB, IE, BK, SG, EMA; Analyzed the data: LHW, TS, AB, LG; Wrote
the paper: LHW, TS, AB, SG; Critically read the manuscript: HK, LG, EMA; Read
and approved the final manuscript: LHW, TS, IE, EMA, BK, LG, HK, SG, AB

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

Received: 13 October 2011 Accepted: 3 November 2011
Published: 3 November 2011

References
1. Mellmann A, Bielaszewska M, Kock R, Friedrich AW, Fruth A, Middendorf B,

Harmsen D, Schmidt MA, Karch H: Analysis of collection of hemolytic
uremic syndrome-associated enterohemorrhagic Escherichia coli. Emerg
Infect Dis 2008, 14:1287-1290.

2. Askar M, Faber M, Frank C, Bernard H, Gilsdorf A, Fruth A, Prager R,
Hohle M, Suess T, Wadl M, et al: Update on the ongoing outbreak of
haemolytic uraemic syndrome due to Shiga toxin-producing Escherichia
coli (STEC) serotype O104, Germany, May 2011. Euro Surveill 2011, 16.

3. Bielaszewska M, Mellmann A, Zhang W, Köck R, Fruth A, Bauwens A,
Peters G, Karch H: Characterization of the E. coli strain associated with an
outbreak of haemolytic uraemic syndrome in Germany, 2011: a
microbiological study. Lancet Infect Dis 2011.

4. Frank C, Werber D, Cramer JP, Askar M, Faber M, Heiden MA, Bernard H,
Fruth A, Prager R, Spode A, et al: Epidemic Profile of Shiga-Toxin-
Producing Escherichia coli O104:H4 Outbreak in Germany - Preliminary
Report. N Engl J Med 2011.

5. Brzuszkiewicz E, Thurmer A, Schuldes J, Leimbach A, Liesegang H,
Meyer FD, Boelter J, Petersen H, Gottschalk G, Daniel R: Genome sequence
analyses of two isolates from the recent Escherichia coli outbreak in
Germany reveal the emergence of a new pathotype: Entero-
Aggregative-Haemorrhagic Escherichia coli (EAHEC). Archives of
microbiology 2011.

6. Mossoro C, Glaziou P, Yassibanda S, Lan NT, Bekondi C, Minssart P,
Bernier C, Le Bouguenec C, Germani Y: Chronic diarrhea, hemorrhagic
colitis, and hemolytic-uremic syndrome associated with HEp-2 adherent
Escherichia coli in adults infected with human immunodeficiency virus
in Bangui, Central African Republic. J Clin Microbiol 2002, 40:3086-3088.

7. Mellmann AHD, Cummings CA, Zentz MB, Leopold SR, Rico A, Prior K,
Szczepanowski R, Ji Y, Zhang W, McLaughlin SF, Henkhaus JK, Leopold B,
Bielaszewska M, Prager R, Brzoska PM, Moore RL, Guenther S, Rothberg JM,
Karch H: Prospective genomic characterization of the German
enterohemorrhagic Escherichia coli O104:H4 outbreak by rapid next
generation sequencing technology. PLoS One 2011.

8. Rasko DA, Webster DR, Sahl JW, Bashir A, Boisen N, Scheutz F, Paxinos EE,
Sebra R, Chin CS, Iliopoulos D, et al: Origins of the E. coli Strain Causing
an Outbreak of Hemolytic-Uremic Syndrome in Germany. N Engl J Med
2011.

9. Cassar CA, Ottaway M, Paiba GA, Futter R, Newbould S, Woodward MJ:
Absence of enteroaggregative Escherichia coli in farmed animals in
Great Britain. Vet Rec 2004, 154:237-239.

10. Uber AP, Trabulsi LR, Irino K, Beutin L, Ghilardi AC, Gomes TA,
Liberatore AM, de Castro AF, Elias WP: Enteroaggregative Escherichia coli
from humans and animals differ in major phenotypical traits and
virulence genes. FEMS Microbiol Lett 2006, 256:251-257.

11. Veilleux S, Dubreuil JD: Presence of Escherichia coli carrying the EAST1
toxin gene in farm animals. Vet Res 2006, 37:3-13.

12. Okeke IN, Nataro JP: Enteroaggregative Escherichia coli. Lancet Infect Dis
2001, 1:304-313.

13. Okeke IN, Wallace-Gadsden F, Simons HR, Matthews N, Labar AS, Hwang J,
Wain J: Multi-locus sequence typing of enteroaggregative Escherichia
coli isolates from Nigerian children uncovers multiple lineages. PLoS One
2010, 5:e14093.

14. Frank C, Faber M, Askar M, Bernard H, Fruth A, Gilsdorf A, Hohle M, Karch H,
Krause G, Prager R, et al: Large and ongoing outbreak of haemolytic
uraemic syndrome, Germany, May 2011. Euro Surveill 2011, 16.

15. Harrington SM, Dudley EG, Nataro JP: Pathogenesis of enteroaggregative
Escherichia coli infection. FEMS Microbiol Lett 2006, 254:12-18.

16. Beutin L, Geier D, Zimmermann S, Karch H: Virulence markers of Shiga-like
toxin-producing Escherichia coli strains originating from healthy
domestic animals of different species. J Clin Microbiol 1995, 33:631-635.

17. Menrath A, Wieler LH, Heidemanns K, Semmler T, Fruth A, Kemper N: Shiga
toxin producing Escherichia coli: identification of non-O157:H7-Super-
Shedding cows and related risk factors. Gut Pathog 2010, 2:7.

18. Wieler LH, Sobjinski G, Schlapp T, Failing K, Weiss R, Menge C, Baljer G:
Longitudinal prevalence study of diarrheagenic Escherichia coli in dairy
calves. Berl Munch Tierarztl Wochenschr 2007, 120:296-306.

19. Dopfer D, Geue L, de Bree J, de Jong MC: Dynamics of verotoxin-
producing Escherichia coli isolated from German beef cattle between
birth and slaughter. Prev Vet Med 2006, 73:229-240.

20. Geue L, Segura-Alvarez M, Conraths FJ, Kuczius T, Bockemuhl J, Karch H,
Gallien P: A long-term study on the prevalence of shiga toxin-producing
Escherichia coli (STEC) on four German cattle farms. Epidemiol Infect 2002,
129:173-185.

21. Carattoli A: Animal reservoirs for extended spectrum beta-lactamase
producers. Clin Microbiol Infect 2008, 14(Suppl 1):117-123.

22. Dolejska M, Jurcickova Z, Literak I, Pokludova L, Bures J, Hera A,
Kohoutova L, Smola J, Cizek A: IncN plasmids carrying bla CTX-M-1 in
Escherichia coli isolates on a dairy farm. Vet Microbiol 2011, 149:513-516.

23. Geser N, Stephan R, Kuhnert P, Zbinden R, Kaeppeli U, Cernela N,
Haechler H: Fecal carriage of extended-spectrum beta-lactamase-
producing Enterobacteriaceae in swine and cattle at slaughter in
Switzerland. J Food Prot 2011, 74:446-449.

24. Jouini A, Vinue L, Slama KB, Saenz Y, Klibi N, Hammami S, Boudabous A,
Torres C: Characterization of CTX-M and SHV extended-spectrum beta-
lactamases and associated resistance genes in Escherichia coli strains of
food samples in Tunisia. J Antimicrob Chemother 2007, 60:1137-1141.

25. Vial PA, Robins-Browne R, Lior H, Prado V, Kaper JB, Nataro JP, Maneval D,
Elsayed A, Levine MM: Characterization of enteroadherent-aggregative
Escherichia coli, a putative agent of diarrheal disease. J Infect Dis 1988,
158:70-79.

26. CLSI: Performance standards for antimicrobial disk and dilution
susceptibility tests for bacteria isolated from animals; approved standard
- Third Edition. Book Performance standards for antimicrobial disk and
dilution susceptibility tests for bacteria isolated from animals; approved
standard - Third Edition City: CLSI; 2008, (Editor ed.^eds.).

27. Ewers C, Grobbel M, Stamm I, Kopp PA, Diehl I, Semmler T, Fruth A,
Beutlich J, Guerra B, Wieler LH, Guenther S: Emergence of human
pandemic O25:H4-ST131 CTX-M-15 extended-spectrum-beta-lactamase-
producing Escherichia coli among companion animals. J Antimicrob
Chemother 2010, 65:651-660.

28. Muller D, Greune L, Heusipp G, Karch H, Fruth A, Tschape H, Schmidt MA:
Identification of unconventional intestinal pathogenic Escherichia coli
isolates expressing intermediate virulence factor profiles by using a
novel single-step multiplex PCR. Appl Environ Microbiol 2007, 73:3380-3390.

Wieler et al. Gut Pathogens 2011, 3:17
http://www.gutpathogens.com/content/3/1/17

Page 9 of 10

http://www.biomedcentral.com/content/supplementary/1757-4749-3-17-S2.DOC
http://mlst.ucc.ie/mlst/mlst/dbs/Ecoli
http://mlst.ucc.ie/mlst/mlst/dbs/Ecoli
http://www.ncbi.nlm.nih.gov/pubmed/18680658?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18680658?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12149388?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12149388?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12149388?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12149388?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15005449?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15005449?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16499614?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16499614?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16499614?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16336921?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16336921?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11871803?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21124856?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21124856?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16451173?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16451173?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7538509?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7538509?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7538509?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20618953?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20618953?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20618953?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17715822?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17715822?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16488028?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16488028?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16488028?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12211585?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12211585?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18154535?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18154535?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21276666?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21276666?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21375882?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21375882?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21375882?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17855726?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17855726?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17855726?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2899125?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2899125?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20118165?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20118165?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20118165?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17400780?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17400780?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17400780?dopt=Abstract


29. Schmidt H, Knop C, Franke S, Aleksic S, Heesemann J, Karch H:
Development of PCR for screening of enteroaggregative Escherichia coli.
J Clin Microbiol 1995, 33:701-705.

30. Toma C, Lu Y, Higa N, Nakasone N, Chinen I, Baschkier A, Rivas M,
Iwanaga M: Multiplex PCR assay for identification of human
diarrheagenic Escherichia coli. J Clin Microbiol 2003, 41:2669-2671.

31. Yamamoto T, Nakazawa M: Detection and sequences of the
enteroaggregative Escherichia coli heat-stable enterotoxin 1 gene in
enterotoxigenic E. coli strains isolated from piglets and calves with
diarrhea. J Clin Microbiol 1997, 35:223-227.

32. Wirth T, Falush D, Lan R, Colles F, Mensa P, Wieler LH, Karch H, Reeves PR,
Maiden MC, Ochman H, Achtman M: Sex and virulence in Escherichia coli:
an evolutionary perspective. Molecular microbiology 2006, 60:1136-1151.

33. Okeke IN, Lamikanra A, Czeczulin J, Dubovsky F, Kaper JB, Nataro JP:
Heterogeneous virulence of enteroaggregative Escherichia coli strains
isolated from children in Southwest Nigeria. J Infect Dis 2000,
181:252-260.

doi:10.1186/1757-4749-3-17
Cite this article as: Wieler et al.: No evidence of the Shiga toxin-
producing E. coli O104:H4 outbreak strain or enteroaggregative E. coli
(EAEC) found in cattle faeces in northern Germany, the hotspot of the
2011 HUS outbreak area. Gut Pathogens 2011 3:17.

Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

Wieler et al. Gut Pathogens 2011, 3:17
http://www.gutpathogens.com/content/3/1/17

Page 10 of 10

http://www.ncbi.nlm.nih.gov/pubmed/7751380?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12791900?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12791900?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8968912?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8968912?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8968912?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8968912?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16689791?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16689791?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10608774?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10608774?dopt=Abstract

	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	Screening bovine faecal E. coli for the HUS O104:H4 outbreak strain
	Screening bovine faecal E. coli for the presence of STEC, EAEC, and ESBL-positive isolates
	MLST
	Testing for the enteroaggregative adhesion pattern

	Discussion
	Conclusions
	Materials and methods
	Reference strains
	Faecal screening study
	Determination of extended-spectrum beta-lactamase (ESBL)-producing E. coli
	Determination of virulence-associated genes
	Multi locus sequence typing (MLST) and phylogenetic grouping
	Cell adhesion assay

	Acknowledgements
	Author details
	Authors' contributions
	Competing interests
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 500
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 500
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


