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cover letter containing the article title, the first name and last name of all the 

authors, a paragraph describing the claimed novelty of the findings versus 

current knowledge. Submission of a manuscript implies that the submitted 

work has not been published before (except as part of a thesis or report, or 

abstract); and is not being considered for publication elsewhere. When a 

manuscript written by a group, all authors should read and approve the final 

version of the submitted manuscript and its revision; and agree the submission 

of manuscripts for this journal. All authors should have made substantial 

contributions to the concept and design of the research, acquisition of the data 

and its analysis; drafting of the manuscript and correcting of the revision. All 

authors must be responsible for the quality, accuracy, and ethics of the work.  

Ethics Author(s) must obedient to the law and/or ethics in treating the 

object of research and pay attention to the legality of material sources and 

intellectual property rights. 

Copyright If and when the manuscript is accepted for publication, the 

author(s) still hold the copyright and retain publishing rights without 

restrictions. Authors or others are allowed to multiply article as long as not for 

commercial purposes. For the new invention, authors are suggested to manage 

its patent before published. 

Open access The journal is committed to free-open access that does not 

charge readers or their institutions for access. Readers are entitled to read, 

download, copy, distribute, print, search, or link to the full texts of articles, as 

long as not for commercial purposes. The license type is CC-BY-NC-SA. 

Acceptance The only articles written in English (U.S. English) are 

accepted for publication. Manuscripts will be reviewed by editors and invited 

reviewers(double blind review) according to their disciplines. Authors will 

generally be notified of acceptance, rejection, or need for revision within 1 to 2 

months of receipt. The manuscript is rejected if the content does not in line 

with the journal scope, does not meet the standard quality, inappropriate format, 

complicated grammar, dishonesty (i.e. plagiarism, duplicate publications, 

fabrication of data, citations manipulation, etc.), or ignoring correspondence in 

three months. The primary criteria for publication are scientific quality and 

biodiversity significance. Uncorrected proofs will be sent to the corresponding 

author by email as .doc or .docx files for checking and correcting of typographical 

errors. To avoid delay in publication, corrected proofs should be returned in 7 

days. The accepted papers will be published online in a chronological order at 

any time, but printed in the early of each month (12 times). 

A charge Starting on January 1, 2019, publishing costs waiver is granted 

to authors of graduate students from Least Developed Countries, who first 

publish the manuscript in this journal. However, other authors are charged 

USD 250 (IDR 3,500,000). Additional charges may be billed for language 

editing, USD 75-150 (IDR 1,000,000-2,000,000). 

Reprints The sample journal reprint is only available by special request. 

Additional copies may be purchased when ordering by sending back the 

uncorrected proofs by email. 

Manuscript preparation Manuscript is typed on A4 (210x297 mm2) 

paper size, in a single column, single space, 10-point (10 pt) Times New 

Roman font. The margin text is 3 cm from the top, 2 cm from the bottom, and 

1.8 cm from the left and right. Smaller lettering size can be applied in 

presenting table and figure (9 pt). Word processing program or additional 

software can be used, however, it must be PC compatible and Microsoft Word 

based (.doc or .rtf; not .docx). Scientific names of species (incl. subspecies, 

variety, etc.) should be written in italic, except for italic sentence. Scientific 

name (genera, species, author), and cultivar or strain should be mentioned 

completely for the first time mentioning it in the body text, especially for 

taxonomic manuscripts. Name of genera can be shortened after first 

mentioning, except generating confusion. Name of the author can be 

eliminated after first mentioning. For example, Rhizopus oryzae L. UICC 524, 

hereinafter can be written as R. oryzae UICC 524. Using trivial name should be 

avoided, otherwise generating confusion. Biochemical and chemical 

nomenclature should follow the order of the IUPAC - IUB. For DNA 

sequence, it is better used Courier New font. Symbols of standard chemical 

and abbreviation of chemistry name can be applied for common and clear 

used, for example, completely written butilic hydroxyl toluene (BHT) to be 

BHT hereinafter. Metric measurement use IS denomination, usage other 

system should follow the value of equivalent with the denomination of IS first 

mentioning. Abbreviations set of, like g, mg, mL, etc. do not follow by dot. 

Minus index (m-2, L-1, h-1) suggested to be used, except in things like "per-

plant" or "per-plot". Equation of mathematics does not always can be written 

down in one column with text, in that case can be written separately. Number 

one to ten are expressed with words, except if it relates to measurement, while 

values above them written in number, except in early sentence. The fraction 

should be expressed in decimal. In the text, it should be used "%" rather than 

"percent". Avoid expressing ideas with complicated sentence and verbiage, 

and used efficient and effective sentence. 

Title of the article should be written in compact, clear, and informative 

sentence, preferably not more than 20 words. Name of author(s) should be 

completely written. Name and institution address should also be completely 

written with street name and number (location), postal code, telephone number, 

facsimile number, and email address. Manuscript written by a group, author for 

correspondence along with address is required. First page of the manuscript is 

used for writing above information.  

Abstract should not be more than 200 words. Keywords is about five 

words, covering scientific and local name (if any), research theme, and special 

methods which used; and sorted from A to Z. All important abbreviations 

must be defined at their first mention. Running title is about five words. 

Introduction is about 400-600 words, covering the background and aims of 

the research. Materials and Methods should emphasize on the procedures and 

data analysis. Results and Discussion should be written as a series of 

connecting sentences, however, for manuscript with long discussion should be 

divided into subtitles. Thorough discussion represents the causal effect mainly 

explains for why and how the results of the research were taken place, and do 

not only re-express the mentioned results in the form of sentences. 

Concluding sentence should be given at the end of the discussion. 

Acknowledgments are expressed in a brief; all sources of institutional, private 

and corporate financial support for the work must be fully acknowledged, and 

any potential conflicts of interest are noted.  

Figures and Tables of maximum of three pages should be clearly 

presented. Title of a picture is written down below the picture, while title of a 

table is written above the table. Colored figures can only be accepted if the 

information in the manuscript can lose without those images; chart is preferred 

to use black and white images. Author could consign any picture or photo for 

the front cover, although it does not print in the manuscript. All images 

property of others should be mentioned source. There is no appendix, all data 

or data analysis are incorporated into Results and Discussions. For broad data, 

it can be displayed on the website as a supplement. 

References Author-year citations are required. In the text give the authors 

name followed by the year of publication and arrange from oldest to newest 

and from A to Z. In citing an article written by two authors, both of them 

should be mentioned, however, for three and more authors only the first author 

is mentioned followed by et al., for example: Saharjo and Nurhayati (2006) or 
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be avoided. Reference to unpublished data and personal communication 
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2007, pers. com. (personal communication); Setyawan AD 2007, unpublished 

data). In the reference list, the references should be listed in an alphabetical 
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22661-LTWA-online.php). The following examples are for guidance. 
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Abstract. Wibisono FJ, Sumiarto B, Untari T, Effendi MH, Permatasari DA, Witaningrum AM. 2020. Short Communication: The 

presence of extended-spectrum beta-lactamase (ESBL) producing Escherichia coli on layer chicken farms in Blitar Area, Indonesia. 

Biodiversitas 21: 2667-2671. This study was aimed to determine the incidence of Extended-Spectrum Beta-Lactamase (ESBL) 

producing Escherichia coli on layer chicken in Blitar area. This was a cross-sectional study with a total of 205 cloacal swabs of layer 

chicken taken randomly. The sample was in isolation identification on MacConkey media and ESBL confirmation test produced by 

Escherichia coli was then carried out by the Double Disc Synergy Test (DDST) method and the VITEK® 2 Compact Automated 

System method. This study showed that 185 (90.24%) isolates of positive Escherichia coli from a total of 205 samples of cloacal swabs 

of the layer chicken. The incidence of ESBL-producing Escherichia coli in cloacal swabs on layer chicken with the Double Disc 

Synergy Test (DDST) method and the VITEK® 2 compact automatic method was 13 (7.03%). Results in this study indicated that layer 

chicken has potential as reservoir for spreading ESBL to public health and needs strict hygienic measures to prevent their transmission 

to humans.  

Keywords: Cloacal swab, Escherichia coli, ESBL, DDST, layer chicken, VITEK®2 

INTRODUCTION 

Use of antibiotics in the animal sector reaches around 

80%, mostly to increase growth in healthy animals (WHO 

2017). Antibiotic residue cases in poultry products in 

Indonesia are found in several regions with different types 

of antibiotics and ranged between 8 to 70% (Etikaningrum 

and Iwantoro 2017). Bacterial resistance to poultry 

antibiotics is a major problem in the Indonesian poultry 

industry (Niasono et al. 2019). The speed of discovery of 

new types of antibiotics is slower than the speed of 

increased antibiotic resistance which causes concern that 

one day there will be no effective antibiotics available for 

the treatment of resistant bacterial infections (Handayani et 

al. 2017). This potential is an important vigilance point for 

public animals as well as human health. 

Beta-lactam, tetracycline, and thylosine are antibiotics 

that are often used in some poultry farms (Mehdi et al. 2018; 

Niasono et al. 2019). There is a general farmers' perception 

that the use of antibiotics as a preventive measure at a low 

cost, has no side effects and it increases the high use of 

penicillin preparations on farms (Memish et al. 2004). 

Increased bacterial resistance to antibiotics in general 

causes ineffective treatment of infectious diseases due to 

which infection continues and increases the risk of spreading 

infection to others (WHO 2017; Yusha'u and Umar 2016). 

Infection involving the ESBL is an epidemic that 

worsens the infection of other diseases (Santos et al. 2013). 

The finding of an ESBL-producing bacterium of 14.84% in 

processed animal products is a matter of public health 

involving the environment as a source of spread of resistant 

bacteria (ESBL) for human and animal health (Niasono et 

al. 2019; Yusha'u and Umar 2016). The presence of ESBL-

producing Escherichia coli in poultry in Indonesia has been 

reported in broiler feces in chicken slaughterhouses in 

Bogor with molecular detection (genotypic) examination 

using PCR of 6% (Lukman et al. 2016), and clinical 

microbiology (phenotypic) examination with an antibiotic 

sensitivity test method of 25% (Masruroh et al. 2016). In 

East Java, little is known about the ESBL cases from layer 

chicken farms and its distribution. Therefore, the aim of 

this study was to detect the ESBL producing E. coli 

isolated from cloacal swab of layer chicken samples in 

Blitar area in East Java, Indonesia and to understand the 

strains distribution.  

mailto:mheffendi@yahoo.com
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MATERIALS AND METHODS 

Research design, location, and sampling 

This cross-sectional study was conducted between 

March and May 2019, using total sample of 205 cloacal 

swabs of layer chicken. Samples were taken randomly from 

layer chicken in Blitar District, East Java, Indonesia, and 

consisted of 5 sub-districts and 41 farms (Table 2). 

Samples were included in Amies Swab transport media and 

stored in a cooler box before being taken to the laboratory 

(Seni et al. 2016). Sample preparation and further 

examination were carried out as soon as possible after 

sampling. 

Isolation and identification of Escherichia coli 

The cloacal swab in the Viscosa (Deltalab, Spain) 

Amies Swab transport medium at cold temperatures were 

brought to the laboratory for the isolation of E. coli bacteria 

(Effendi 2018; Putra et al. 2019). Samples of cloacal swabs 

of layer chicken were cultured on selective MacConkey 

Agar media no. 3 (Oxoid, England) incubated at 35-37 oC 

for 20-24 hrs. The pure colony of E. coli was identified by 

the Gram staining test, then biochemical identification of 

bacteria was carried out by the IMVIC test (Indol-Motility, 

Methyl Red, Voges Proskauer, Citrate) and TSIA (Triple 

Sugar Iron Agar). 

Double Disc Synergy Test (DDST) for ESBL 

confirmation test 

ESBL producing E. coli can be confirmed using a 

confirmation test by Double Disc Synergy Test (DDST). 

This confirmation test was carried out to evaluate the 

presence of an inhibitory zone of ESBL activity with 

clavulanic acid. This conventional method was carried out 

using the Kirby-Bauer disk diffusion method on Mueller-

Hinton agar (Merck, Germany). The DDST confirmation 

test used an antibiotic (Oxoid, England) disc Amoxicillin-

clavulanate 30μg, Cefotaxim 30μg, Ceftazidime 30µg, and 

Aztreonam 30μg. The culture was incubated at 

temperatures of 35-37ºC for 18-24 hrs (CLSI 2017; Effendi 

et al. 2019). Evaluation results after incubation showed the 

presence of inhibitory zones that appeared in the cup were 

measured according to the Clinical and Laboratory 

Standards Institute (CLSI) guidelines as shown in Table 1. 

VITEK®2 compact method of antibiotic sensitivity test  

Inoculated isolates were selected from a single colony. 

Gram-negative isolates used the VITEK® 2 GN card. The  

isolates of this study used were pure E. coli isolates from 

cloacal swabs of layer chicken. The results were analyzed 

automatically by the system and interpreted as sensitive, 

intermediate, and resistant (Biomerieux 2017). 

RESULTS AND DISCUSSION 

Isolation and identification of Escherichia coli 

The results of isolation and identification of 205 

samples of cloacal swabs on layer chicken farms showed 

that 185 (90.24%) isolates were positive for E. coli (Table 

2). Positive samples of E. coli on MacConkey Agar were 

identified with reddish-pink colonies (Figure 1), then 

confirmed by biochemical tests using IMVIC and TSIA. 

MacConkey media we used for rapid identification of 

enteric bacteria. The presence of crystal violet and bile salts 

in the MacConkey selective media in order to inhibit 

Gram-positive growth, so MacConkey media is used to 

grow Gram-negative bacteria (Anggraini et al. 2018; 

Estiningsih et al. 2016). The IMVIC test was used to 

distinguish E. coli in its biochemical activity with other 

coliform bacteria (Leboffe and Pierce 2011). IMVIC test 

showed a motile result, Indol positive red ring formed after 

Kovac's reagent was added, Methyl Red (MR) test was 

positively indicated by a red color change, Voges-

Proskauer (VP) test was negative with no color change, 

Citrate negative test was confirmed with color the media 

remains green and no change (Figure 2). The TSIA test 

produced gas, the upright and sloping media were yellow 

and there was no H2S at the bottom of the tube (Figure 2). 

The results of isolation and identification of positive E. coli 

isolates from this study were in accordance with the 

standard microbiological literature on morphology and 

biochemical tests of E. coli bacteria (Brooks et al. 2013). 

 

 
Table 1. ESBL producing Escherichia coli on Recommendation 

disc CLSI (CLSI 2017) 

 

Antibiotic disc Inhibition zone on ESBL 

Cefotaxime CTX 30 μg Inhibition Zone ≤ 27 mm 

Ceftazidime CAZ 30 μg Inhibition Zone ≤ 22 mm 

Cefpodoxime PX 10 μg Inhibition Zone ≤ 22 mm 

Ceftriaxone CRO 30 μg Inhibition Zone ≤ 25 mm 

Aztreonam ATM 30 μg Inhibition Zone ≤ 27 mm 

 

 
Table 2. Data of ESBL producing Escherichia coli on this study 

 

Location Farms Sample size 
Escherichia coli ESBL (DDST) ESBL (VITEK) 

Positive Percentage Positive Percentage Positive Percentage 

Ponggok 10 50 45 90% 1 2.22% 1 100% 

Srengat 17 85 77 90.5% 8 10.39% 8 100% 

Udanawu 6 30 27 90% 0 0 0 100% 

Talun 4 20 17 85% 1 5.88% 1 100% 

Kademangan 4 20 19 95% 3 15.79% 3 100% 

Total in Blitar area 41 205 185 90.24% 

(185/205) 

13 7.03%  

(13/185) 

13 100%  

(13/13) 
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Figure 1. Escherichia coli on MacConkey Agar 

 

 

 
 

Figure 2. Identification Escherichia coli by IMVIC and TSIA 

 

 

 
 

Figure 3. Confirmation ESBL producing Escherichia coli by 

Double Disc Synergy Test (DDST). Information: Cefotaxime 

(CTX ); Ceftazidime (CAZ); Amoxicillin-clavulanate (AMC); 

Aztreonam (ATM); black arrow is synergy formed. 

Double Disc Synergy Test (DDST) for ESBL 

confirmation test  

The results of this study showed the incidence of ESBL 

producing E. coli in cloacal swabs in layer chicken with the 

Double Disc Synergy Test (DDST) method of 13 (7.03%) 

ESBL positive isolates (Table 2) and shown on Figure 3. 

The cefotaxime synergy with the combination of 

amoxicillin-clavulanate in the form of expansion of the 

barrier zone between the two disks showed that the bacteria 

were positive ESBL, this result was in accordance with 

Savira's statement ESBL. Positive results for ESBL-

producing bacteria confirmed that there was an increase in 

the inhibition zone ≥ 5 mm between the diameter of the 

cephalosporin disk and the cephalosporin-clavulanate 

combination disk expressing positive ESBL germs (CLSI 

2017; Savira 2014). 

The VITEK®2 compact method of antibiotic sensitivity 

test  

Positive isolate of ESBL-producing E. coli using the 

DDST method was then confirmed by the VITEK® 

compact 2 methods to identify and test antibiotic sensitivity 

to the third cephalosporin group. The results of the 

identification of the Vitek method showed 100% (13) 

positive isolates of E. coli and their sensitivity test showed 

100% (13) ESBL producing isolates (Table 2). These 

results were consistent with the statement that the accuracy 

of VITEK® 2 compact automated system ranges from 

97.8% (O’Hara 2005) to 98.02% (Duggal et al. 2012). 

The results showed that the ESBL confirmation test 

with the DDST conventional method had the same 

incidence with the confirmation test using the VITEK® 2 

compact method. The confirmation method of ESBL-

producing E. coli in a conventional manner with the DDST 

method was more often used because it did not require 

analytical equipment at an expensive price and the cost of 

testing is relatively cheaper than the confirmation test using 

the VITEK® 2 compact method (Biomerieux 2017). 

Discussion 

In this study, ESBL-producing E. coli isolated from 

cloacal swab layer chicken samples from 41 layer chicken 

farms in Blitar area, Indonesia. Of the 41 layer chicken 

farms, almost of ESBL producing E. coli was detected in 

cloacal swab samples, which showed the possibility of the 

ESBL producer transmission route from food-producing 

animal farms (Gundogan and Avci 2013).  

Escherichia coli as a commensal bacterium is 

commonly used as an indicator in surveillance and 

monitoring antibiotic resistance programs, because it is a 

gram-negative bacterium that is often found in animal feces 

and is associated with treatment in humans and often found 

conjugate plasmids that can move between enteric bacteria. 

E. coli as a reservoir of genes that have been resistant to 

antibiotics that can be transferred to other pathogenic 

bacteria (OIE 2015). The presence of commensal E. coli in 

the gut of livestock acts as a reservoir of resistant genes 

that can move horizontally to pathogenic E. coli and other 

bacteria in the food chain (Biutifasari 2018). This study 

was related with the incidence of ESBL producing E. coli 

CTX 

 ATM 

AMC 
CAZ 
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in accordance with its incidence in broiler chicken feces in 

Bogor by 6% (Lukman et al. 2016), but much smaller than 

the incidence of ESBL producing E. coli in India layer 

chicken which is around 42% (Brower et al. 2017). 

Infections involving ESBL become an outbreak that 

exacerbates the infection of other diseases (Santos et al. 

2013). 

The occurrence of antibiotic resistance in layer chickens 

with a fairly high prevalence rate causes large economic 

losses for farmers (Etikaningrum and Iwantoro 2017). 

Antibiotic resistance causes a high economic burden on the 

human and animal health sector. Rational therapy, 

government regulation, public education are important 

points in the strategy of handling resistance problems 

(Utami 2011; Putra et al. 2020). Approaches to deal with 

antibiotic resistance in the form of policies such as the 

development and dissemination of technical guidelines, but 

these guidelines are usually cut off from the context of 

animal husbandry without considering the complexity of 

the problems of day-to-day farming practices and are 

therefore ignored by farmers (Bellet 2018). ESBL-

producing bacteria are increasingly reported to contaminate 

water and mud (Blaak et al. 2014; Laube et al. 2014). 

Farms that use contaminated water can be a possible route 

for ESBL-producing E. coli to enter the food chain 

(Reinthaler et al. 2010; Zheng et al. 2012). In the past, 

ESBL-producing E. coli was also isolated from river water 

and mud samples, which had the same resistance profile 

and ESBL gene as stool isolates in the same water. These 

results indicated the potential influence of chicken farming 

as a reservoir for spreading ESBL producing E. coli to the 

surrounding water environment (Laube et al. 2014; 

Overdevest et al. 2011). 

In the production of food-producing animals, especially 

the chicken layer, high concentrations of microorganisms 

in the air often occur in the environment in cages (Shoaib 

et al. 2016). These microorganisms in such cages can 

survive in the form of aerosols for a long time in the air and 

transmitted via airflow (Gao et al. 2015). In this study, 

ESBL-producing E. coli was obtained from cloacal swab 

samples, the isolates from the samples showed high 

similarities, which showed E. coli transmission that 

produced in the environment at the backyard poultry farm 

(Kwoji et al. 2019). Previous research has shown the 

spread of ESBL-producing E. coli originating from 

surrounding area (Canton et al. 2008). The concentration of 

microorganisms is closely related to sanitation quality. 

Poor sanitation can benefit the spread of ESBL-producing 

E. coli (Saliu et al. 2012). 

In conclusion, This study confirms the presence of 

ESBL products E. coli on layer chicken farms in the Blitar 

area. This isolate also showed high levels of antibiotic 

resistance to third-generation cephalosporins. These results 

are very important for public health awareness since layer 

chicken maintained close to the human population and can 

spread this resistant pathogen through the environment and 

farmers who are close to the cage for the maintenance of 

these layer chicken.  
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