
Determination of Tetracycline Residues in Kidney and
Muscle of Beef Cattle Slaughtered in Dire Dawa and
Harar Municipal Abattoirs, Eastern Ethiopia

Authors: Mohammed, Nuredin, Adare Mengistu, Dechasa,
Abdurehman, Abdallahi, Belina, Dinaol, and Mengistu, Shimelis

Source: Environmental Health Insights, 16(1)

Published By: SAGE Publishing

URL: https://doi.org/10.1177/11786302221109720

The BioOne Digital Library (https://bioone.org/) provides worldwide distribution for more than 580 journals
and eBooks from BioOne’s community of over 150 nonprofit societies, research institutions, and university
presses in the biological, ecological, and environmental sciences. The BioOne Digital Library encompasses
the flagship aggregation BioOne Complete (https://bioone.org/subscribe), the BioOne Complete Archive
(https://bioone.org/archive), and the BioOne eBooks program offerings ESA eBook Collection
(https://bioone.org/esa-ebooks) and CSIRO Publishing BioSelect Collection (https://bioone.org/csiro-
ebooks).

Your use of this PDF, the BioOne Digital Library, and all posted and associated content indicates your
acceptance of BioOne’s Terms of Use, available at www.bioone.org/terms-of-use.

Usage of BioOne Digital Library content is strictly limited to personal, educational, and non-commmercial
use. Commercial inquiries or rights and permissions requests should be directed to the individual publisher
as copyright holder.

BioOne is an innovative nonprofit that sees sustainable scholarly publishing as an inherently collaborative enterprise
connecting authors, nonprofit publishers, academic institutions, research libraries, and research funders in the common
goal of maximizing access to critical research.

Downloaded From: https://complete.bioone.org/journals/Environmental-Health-Insights on 15 Jul 2025
Terms of Use: https://complete.bioone.org/terms-of-use



https://doi.org/10.1177/11786302221109720

Creative Commons Non Commercial CC BY-NC: This article is distributed under the terms of the Creative Commons Attribution-NonCommercial  
4.0 License (https://creativecommons.org/licenses/by-nc/4.0/) which permits non-commercial use, reproduction and distribution of the work without 

further permission provided the original work is attributed as specified on the SAGE and Open Access pages (https://us.sagepub.com/en-us/nam/open-access-at-sage).

Environmental Health Insights
Volume 16: 1–11
© The Author(s) 2022
Article reuse guidelines: 
sagepub.com/journals-permissions
DOI: 10.1177/11786302221109720

Introduction
Food safety is of great importance to consumers’ health. 
Currently, hundreds of substances are used as growth enhanc-
ers, prophylaxis, and treatment for diseases in food-producing 
animals.1,2 Antibiotics are among the most widely used veteri-
nary drugs for therapeutic purposes.3 Among the veterinary 
antibiotics, tetracyclines (TCs) are antibacterial substances that 
are commonly used in both human and veterinary practices.4

According to the Food and Drug Administration (FDA), TCs 
show the highest level of drug use in food producing animals.5 
They are widely used for the prevention and treatment of diseases 
as well as feed additives to promote growth,1,3,6 and may lead to 
residues appearing in meat and eggs.1,6 Tetracyclines are antibiot-
ics that include tetracycline, oxytetracycline, chlortetracycline, 
doxycycline, and minocycline.7-9

The beneficial therapeutic properties of TCs, a broad spec-
trum of antibacterial activity, and price considerations make 
them widely used in veterinary practice.4 However, the exten-
sive use of antibiotics for purposes other than therapeutic pur-
poses has led to the presence of antibiotic residues in animal 
originated food products and the development of bacterial 
drug resistance.3,10 They have the potential to contaminate 
foods of animal origin.11

For example, beyond a maximum residue level (200 μg/kg in 
muscle and 1200 μg/kg in kidney) TCs residues in animal 
products has adverse health effects.12 Their residues in foods, 
especially in meats, may lead to several adverse health effects, 
such as the development of multi-drug resistant microbial 
strains.11,13,14 It has many consequences, such as increasing 
morbidity (pose toxic and dangerous effects on the consumer’s 
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ABSTRACT

BACKgRounD: Antibiotics are among the most widely used drugs in farm animals for therapeutic and prophylactic purposes. However, 
the antibiotic residues in meat are a serious public health concern due to their harmful effects on consumer health. Besides this problem, 
there is limited information on the level of the antibiotic residues, including tetracycline residues. Therefore, this study was aimed to deter-
mine the tetracycline residues in the kidney and muscle samples of beef cattle in Harar town and Dire Dawa city.

METHoDS: A study was conducted on 500 randomly selected carcass (250 kidney and 250 muscle samples) slaughtered at Dire Dawa and 
Harar municipal slaughterhouses between December 2018 and December 2019. The samples were collected aseptically and screened for 
tetracycline residues by thin layer chromatography. Then, presumptive positive samples were analyzed using high-performance liquid chro-
matography to get a quantitative outcome. Descriptive statistics were used to determine the frequency, mean, or standard deviation to deter-
mine the summary values and distribution of the outcomes. Finally, the data was analyzed using SPSS version 21 software.

RESulTS: Out of 500 samples, oxytetracycline residues were detected in 84% of the samples. However, tetracycline and doxycycline were 
not detected in all samples. Among the kidney and muscle samples collected from Dire Dawa and Harar abattoirs, 109 (87.2%) and 101 
(80.8%) were positive for oxytetracycline, respectively. Oxytetracycline residue levels in Dire Dawa ranged from 57 to 607 µg/kg for the kid-
ney and 10.14 to 435 µg/kg for muscle samples. Among the samples collected from Harar, the concentration of oxytetracycline residues 
ranged from 16 to 433 µg/kg and 6 to 435 µg/kg for kidney and muscle samples, respectively, at Harar slaughterhouses. About 22.0% of 
muscle samples collected from Dire Dawa and 17.8% from Harar town had oxytetracycline residues above maximum residue limits.

ConCluSionS: In general, the study revealed that oxytetracycline residues were prevalent among tetracycline residues analyzed from kid-
ney and muscle samples in the study areas. Thus, there is a risk of consumer exposure to these antibiotic residues that may have human 
health effects. Therefore, awareness creation and strict regulation is needed by the regulatory authorities for the use of antimicrobial drugs 
in the livestock industry.

KEywoRDS: Antibiotic residue, abattoirs, HPLC, TLC, beef, kidney, muscle, tetracycline, meat
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health; allergic reactions, poor fetal development, and gastroin-
testinal effects) and mortality rates, as well as increasing hospi-
tal stays, and leading to an increase in medical costs.7,15-17

The use of antimicrobial agents in food-producing animals 
has become a public health concern, especially in developing 
countries where such drugs are administered indiscriminately.18-20 
In many developing countries, including Ethiopia, where there is 
a scarcity of veterinary professionals and a lack of enforcement of 
regulations, the antibiotics are administered indiscriminately. 
This makes the control of antibiotic residues an important meas-
ure to protect consumers.15,21

Besides these problems, the control of drugs from the gov-
ernment authorities and information on the actual rational 
drug use are limited in Ethiopia.18 Furthermore, there is a lack 
of awareness and preparedness in dealing with the risk of indis-
criminate use of antimicrobials in Ethiopia.18 Food animals 
slaughtered for domestic and export purposes in the country 
are not screened for the presence of residues in any of the 
slaughterhouses in the country that aim to protect the consum-
ers’ health.18 Only a few studies conducted in Ethiopia provide 
the information on the level of antibiotics residues.18,22

Therefore, the current study aimed to detect and determine 
the residue levels of tetracyclines in the kidney and muscle of 
beef cattle slaughtered at Dire Dawa and Harari Municipal 
Abattoirs, in Eastern Ethiopia.

Materials and Methods
Description of study area and study design

A Cross-sectional study was conducted in Dire Dawa City and 
Harar Town Abattoirs from December 2018 to December 
2019. The Harari region is divided into 9 districts and 36 lower 
administrative units (kebeles). The region is located at 526 km 
east of Addis Abeba at a latitude of 8°50′ to 9°15′N and a lon-
gitude of 9°36′N, 41°52′E, at an elevation of 1850 m above sea 
level.23

Dire Dawa administration is located at about 515 km to the 
east of Addis Ababa. The area is found between 9°27′ and 
9°49′N latitude and 41°38′ and 42°19′E longitude. Dire Dawa 
administration is divided into 9 urban kebeles (lower adminis-
trative units) and 32 peasant associations. The mean annual 
rainfall of the area varies from 550 mm in the lowland northern 
part to 850 mm in the southern mountains, with an average of 
640 mm.23 The map of the study location is provided below 
(Figure 1).

Sample size determination

The sample size for each study location was calculated by tak-
ing into account the prevalence of tetracycline residues 
reported by a previous study that reported 82.1% of samples 

Figure 1. Map shows study areas, Harar town and Dire Dawa city, eastern Hararghe, Ethiopia.
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had tetracycline residues.18 Then, the sample size required for 
the current study was calculated using the formula below by 
considering 95% confidence levels, a 5% degree of precision, 
and 10% for uncertainty.

n p p
d

=
−Zα / ( )

2
12

2

Where, n = sample size required.
Zα/2 is the value of the standard score at 95% confidence inter-
val (1.96); the assumptions of confidence level are at 95% = 1.96.
P = estimated prevalence.
d2 = degree of precision.

Finally, 500 samples (250 kidney and 250 muscle samples) 
were collected from 125 carcass of animals.

Sampling methods and techniques

A total of 500 samples (250 kidney and 250 muscle samples) 
were randomly collected from the selected animals to deter-
mine tetracycline residues in kidney and muscle in Dire Dawa 
and Harar Municipal Abattoirs. A random sampling method 
was used to select the required sample size for the current 
study.18 Each beef cattle fit for slaughter was registered to select 
the required sample size from healthy beef screened for slaugh-
ter. The regulatory bodies determined the fitness of beef for 
slaughter. Finally, a total of 125 kidney and 125 muscle samples 
were collected from each location (Figure 2).

Sample collection and processing

After the animals were selected, 100 g of tissue samples from 
each kidney and muscle were aseptically collected after slaugh-
ter in a separate sterile sample falcon tube, from each animal 
recruited to the study. To get the composite samples, particu-
larly for muscle sample, the samples were taken from different 
sites (different types of muscles). The samples were collected 
within a range of 30 minutes to 1 hour after slaughter. Then, 

the samples were transported to Haramaya University 
Laboratory, packed in an icebox and stored at a temperature of 
−18 to −20°C until they were further transported for analysis, 
drug administration and quality control authority laboratory.24 
Then, the samples were analyzed at the Ethiopian drug admin-
istration and quality control authority laboratory, Addis Ababa.

Sample preparation. As per a previous study, the muscles were 
chopped and kept frozen (−20°C) until the analysis time. Fro-
zen samples were thawed. Two grams of each sample was 
weighed into a polypropylene tube after it was cut into small 
pieces and homogenized, and then 0.8 mL of 20% trifluoro-
acetic acid and 0.4 mL of 0.01 M EDTA were added.7,25 Then, 
the extracts were heated in a water bath at 54°C to inactivate 
the complement system and other natural antimicrobial sys-
tems. The mixture was vortexed for 2 minutes. All separations 
was performed under gradient elution with mobile phase com-
posed with a mixture of methanol:acetonitrile:0.03M oxalic 
acid buffer:water, which kept isocratic mode. Then, mixture of 
methanol:0.01M citrate was added to obtain a total volume of 
5 mL. Then, the mixture was vortexed for 2 minutes and soni-
cated for 10 minutes at room temperature. After that, it was 
centrifuged at 4000 rpm for 20 minutes. The supernatant was 
filtered through a 0.22 µm nylon filter and injected into the 
HPLC for analysis.7

Tetracycline residue analysis methods

In the current study, tetracycline residues in kidney and muscle 
were detected using chromatographic analysis.18 Tetracycline 
residues in kidney and muscle samples were identified using 
thin-layer chromatography (TLC). Furthermore, tetracycline 
residues were analyzed using high performance liquid chroma-
tography (HPLC) for quantification as per manufacturer pro-
tocol. Tetracycline residues were detected using UV detector at 
wavelength set at 355 nm. High-performance liquid chroma-
tography (HPLC) in the reverse-phase mode, with different 

Total sample (n=500)

Study locations

Dire Dawa City 
(n=250)

Muscle sample 
(n=125)

Kidney sample 
(n=125)

Muscle sample 
(n=250)

Muscle sample 
(n=125)

Kidney sample 
(n=125)

Harar Town 
(n=250)

Kidney sample 
(n=250)

Figure 2. Sampling technique used to select required sample size for the current study (n = 500).
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detection modes, is commonly used to determine veterinary 
antibiotics.4,26

Detection of tetracycline residues using TLC. Thin Layer Chro-
matography (TLC) was used for the detection of tetracycline 
residues following the recommended techniques.27,28 Thin 
layer chromatography is a sensitive and exact method for mon-
itoring low amounts of different biological and chemicals. Illu-
mination of tetracycline against UV light helps as a simple 
detector for the analysis. To extract tetracycline, the sample was 
prepared using 10 g of tissues of cattle in 10 mL of 96% etha-
nol. Then, it was crashed and squeezed fine in a Chinese mor-
tar. The solvent was transferred into 15 mL falcon centrifuge 
tubes and centrifuged at 4000 rpm for 10 minutes. The clear 
supernatant was transferred to clean glass test tubes and evapo-
rated in water bath at 80°C. After full drying, the deposits 
resolved in 0.2 mL methanol.27

To prepare silica plates, glass plates (10 ×20 cm dimensions) 
were washed in acetone bath. For each plate 2 g of silica gel 60 
plates (Merck, Germany) mixed in 5 mL distilled water and 
mixed thoroughly to produce fine paste. Clean glass plates were 
coated with silica paste by TLC gel spreader system (CAMAG, 
USA) in 0.25 mm thickness. Plates were activated in 120°C for 
2 hours. The pH of disodium EDTA was adjusted to 7.0 by a 
10% w/v solution of 10 molar sodium hydroxide and sprayed 
evenly onto the plates (about 10 mL for a plate of 100 × 200 mm). 
The plates were then allowed to dry horizontally for at least 
1 hour.27,29

Furthermore, the standard was prepared for the comparison 
of extracted residues with antibiotics, reference standard 
(Sigma Chemical Co., St. Louis MO, USA) supplied analytical 
standards of oxytetracycline, tetracycline, and doxycycline of 
1 µg/mL dissolved in methanol.30 For pointing, running and 
detection, 10 mL of methanol dissolved deposits were pointed 
on silica plates and treated plates transferred to TLC tank con-
taining a saturated mixture of dichloromethane, methanol and 
water as mobile phase. After receiving of solvent front to end of 
plates they were removed off and dried in a current air and 
examined under ultraviolet light at 366 nm.31,32

Determination of tetracycline residue levels using HPLC. Samples 
that were positive in thin layer chromatography was subsequently 
analyzed using high performance liquid chromatography fol-
lowing the techniques recommended by Agence Franaise de 
Securite sanitarie des aliments33 and protocol4 for determination 
of tetracycline residues using HPLC. Determination of the tet-
racycline residues was done using a high-pressure liquid chro-
matography (model Shimadzu Class-VP Series, Kyoto, Japan) 
equipped with SIL-10 auto-injector with sample cooler and 
LC-10 on-line vacuum degassing solvent delivery unit.

Chromatographic control, data collection, and processing 
were carried out using Shimadzu Class VP data software, a 
constant flow pump and a variation wavelength UV detector 

set at 355 nm was used for analyzing the data. The separation 
was performed on a Nucleosil C18 (5 µm, 250 × 4.0 mm I.D.E 
Merck) column with acetonitrile and 0.01 M aqueous oxalic 
acid solution by gradient mode as the mobile phase flow-rate of 
0.8 mL/min at room temperature and the sensitivity range was 
0.08 ppm.

Data management and analysis

The data was entered into databases using Micro-Soft Excel 
2010 computer program analysis and SPSS version 21. 
Descriptive statistics such as percentage and frequency distri-
butions were used to describe the nature and characteristics of 
the data. However, Statgraphics version 5.0 (Windows, www.
Statgraphics.com) via the Duncan Multiple Comparison Test 
enabled the comparison of the concentration of the maximum 
residue limit of kidney and muscle of beef cattle.

Results
Control samples

The non-spiked samples from the control animals peaked at a 
different time from that of the analytical standards, whereas 
both oxytetracycline-spiked samples peaked at 10 minutes as 
expected. The higher concentration of oxytetracycline was 
associated with a higher peak. The peak of extracted oxytetra-
cycline was also detected at 7 minutes and was highly similar to 
the spiked control sample (Figure 3).

Calibration

Calibration curve depicting the best-fit line from analytical 
oxytetracycline standards is provided below (Figure 4).

Results of the qualitative analysis using TLC

Analysis of kidney samples with TLC showed that the major-
ity of the samples had different amounts of oxytetracycline 
residues. At the Dire Dawa slaughterhouse, approximately 
87.2% of kidney and liver samples were positive for oxytetracy-
cline residues. Correspondingly, likewise, in the town of Harar, 
approximately 80.8% of kidney and muscle samples were posi-
tive for oxytetracycline residues.

Results of the quantitative analysis using HPLC

The samples positive for TLC analysis were further analyzed 
using HPLC for quantification, to determine the concentra-
tion of tetracycline residues in the samples. Oxytetracycline 
residues in kidney and muscle ranged from 57 to 607 µg/kg and 
10.14 to 435 µg/kg in samples collected at the Dire Dawa 
slaughterhouse, respectively. The oxytetracycline residue levels 
in kidney and muscles ranged from 16 to 433 µg/kg and 6 to 
435 µg/kg, respectively, in Harar town’s abattoir. There was no 
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statistically significant (a P-value of >0.05) variation between 
study locations (Table 1).

The current study showed that 22.0% and 17.8% of the 
muscle samples collected from the Dire Dawa city and Harar 
town, respectively, exceeded the recommended maximum resi-
due level. However, none of kidney samples exceeded the maxi-
mum recommended limit. All kidney samples are within the 
recommended level (Table 2).

The graphical presentation of mean detectable concentra-
tions (µg/kg) of oxytetracycline in muscle samples in compari-
son with the maximum residue limit among samples collected 
from Dire Dawa slaughterhouse (Figure 5).

The graphical presentation of mean detectable concentra-
tions (µg/kg) of oxytetracycline in muscle samples in compari-
son with the maximum residue limit among samples collected 
from Harar slaughterhouse (Figure 6).

Furthermore, some results of oxytetracycline residue in ana-
lyzed samples are provided below (Figure 7a-g).

Discussion
In this study, 500 samples (250 kidney and 250 muscle sam-
ples) were analyzed to detect and determine the level of tetra-
cycline residues. Of 500 samples analyzed, oxytetracycline 
residue was detected in 84% of the samples. The findings of 
this study were relatively in line with the finding of another 
study conducted in Ethiopia that reported about 71.3% of the 
samples had oxytetracycline residues.18 Similarly, it was in line 
with the finding reported from Uganda, which reported that 
the prevalence of positive samples ranged from 56.88% to 
84.52%.35 Similarly, the finding of the current study was in line 
with the finding of another study conducted in Iran, which 
reported 75% of meat samples positive for tetracycline.36 The 
findings suggest that oxytetracycline was indiscriminately used 
in the study areas. Furthermore, it may indicate that the recom-
mended withdrawal time may not have been respected before 
slaughtering of the animals.

In this study, tetracycline and doxycycline were not detected 
in all samples, which is consistent with the findings of another 
study conducted in Ethiopia that reported none of the samples 
had a detectable tetracycline and doxycycline residues.18 
However, the current findings are lower than those reported in 
India37 which found about 18.89% and Tanzania38 reported 
35% of samples positive for oxytetracycline.

Depending on the type of sample, 109 (87.2%) kidney and 
101 (80.8%) muscle samples were positive for oxytetracycline. 
In addition, the current study showed that the mean concen-
tration of oxytetracycline residues in kidney and muscle sam-
ples was 131.01 ± 99.9 (SD) and 114.7 ± 98.55 (SD) µg/kg, 

Figure 3. Combined chromatogram of the negative control sample (without oxytetracycline) and the sample spiked with 10 mg/kg 20% oxytetracycline.

Figure 4. Calibration curve depicting the best-fit line from analytical 

oxytetracycline standards.
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respectively, for the samples collected from the Dire Dawa 
slaughterhouse. The current study found a higher concentra-
tion of oxytetracycline in the muscle samples than the find-
ings reported in other regions of Ethiopia, such as Addis 
Ababa, Nazareth, and Debre Zeit, where the mean concentra-
tion was accounted for at 108.34, 64.85, and 15.916 g/kg, 
respectively.18

Furthermore, the current study found a higher concentra-
tion of oxytetracycline in the kidney than another finding 
reported in Addis Ababa, Nazareth, and Debre Zeit slaughter-
houses, which reported 99.02, 109.35, and 112.53 μg/kg in 
Debre Zeit slaughterhouses, respectively. Similarly, in Harar, 
the concentrations of oxytetracycline in kidney and muscle 
samples were 127.33 ± 85.92 and 103.81 ± 89.64 µg/kg, 

Table 1. Overall characteristics of the samples positive for oxytetracycline residues.

CHARACTERISTICS DIRE DAwA CITy HARAR TOwN

KIDNEy SAMPlES MUSClE SAMPlES KIDNEy SAMPlES MUSClE SAMPlES

No. positive (%) 109/125 (87.2) 109/125 (87.2) 101/125 (80. 8) 101/125 (80.8)

Mean (SD) 131.01 ± 99.85 114.7 ± 98.55 127.33 ± 85.92 103.81 ± 89.64

Range 57-607 10.14-435 16-433 6-435

Abbreviation: SD, standard deviation.

Table 2. Number of oxytetracycline containing sample exceeding the maximum recommended level.34

TyPES Of SAMPlE ABATTOIRS NO. POSITIvE SAMPlE NO. POSITIvE SAMPlE ABOvE MRl % Of SAMPlE MRl MRl (μg/Kg)

Muscle Dire Dawa 109 24 22.0 200

Harar 101 18 17.82 200

Kidney Dire Dawa 109 0 0 1200

Harar 101 0 0 1200

Abbreviation: MRl, maximum residue level; No, number; OTC, oxytetracycline.

Figure 5. Mean detectable concentrations (µg/kg) of oxytetracycline in muscle samples in comparison with the maximum residue limit among sample 

collected from Dire Dawa City.
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respectively, which was higher than the finding reported in 
other parts of Ethiopia.18 The variation in the levels of oxytet-
racycline residues in the tissue samples could be due to expo-
sure of the animals to antibiotics weeks or even days before 
slaughter, unauthorized use of the antimicrobials, over use of 
the drug, inadequate knowledge of the farmers and/or failure to 
apply instructions on the drug label.22

To determine the health risks of exposure to oxytetracycline, 
the results of the current study were compared with the maxi-
mum residue limits established by the FAO/WHO in 2010. 
According to WHO/FAO,34 the MRL in muscles and kidney 
is 200 and 1200 μg/kg, respectively. Based on these recom-
mended levels, the current study found that about 22.0% of 
samples from Dire Dawa and 17.8% from Harar slaughter-
houses had concentrations of oxytetracycline higher than the 
maximum residue limits (MRLs).34 This is relatively lower 
than the results reported in Addis Ababa and Nazareth slaugh-
terhouses, which reported 48.3% and 48.1%, respectively.18 
Similarly, it was lower than the finding of another study con-
ducted in South Africa, which reported about 63% of the ana-
lyzed samples contained chlortetracycline and oxytetracycline 
residues at levels that are lower than standard.39 The variation 
in oxytetracycline residues may be due to the difference in 
exposure of the animals to antibiotics or variation in with-
drawal time before slaughtering.

However, it was in line with the finding of the study con-
ducted in Saudi Arabia which reported a concentration 
accounted for 15% of the samples that exceeded the MRL.7 
The study conducted in India reported a higher prevalence, 
which accounted for 33%.37 The variation may be related to 

the types of samples analyzed to determine antibiotics, the lat-
ter being used in seafood. However, the study conducted in 
Tanzania reported that none of the samples contaminated 
with oxytetracycline exceeded MPL.38 In the current study, 
none of the kidney samples had oxytetracycline exceeded 
MRL that was consistent with the finding reported in other 
parts of Ethiopia, which reported only one kidney sample 
exceeded MRL.18

Overall, these findings suggest that approximately about 
22.0% of muscle samples collected from Dire Dawa and 17.8% 
from Harar town had oxytetracycline residues above maximum 
residual limits, which could have potential health implications 
for consumers. The high prevalence of oxytetracycline residues 
observed in the current study probably reflects cattle have sold 
for slaughter whilst under a therapeutic or prophylactic regi-
men or animals being slaughtered before the end of the with-
drawal period.40

In addition, this may be due to the unreasonable use of large 
quantities of drugs without a professional prescription, the 
relatively cheap intake of antibiotics, and the inappropriate 
intake of antibiotics. Again, this antibiotic is widely used in 
these areas of research, probably due to their affordability, 
accessibility, and broad-spectrum effect. In addition, this may 
be due to lack of awareness and outreach, which may lead to 
drug abuse and overuse, and may result in failure to observe 
discontinuation periods.41,42 This indicates that there is a need 
to take appropriate action by the concerned bodies to protect 
the consumer’s health. The current study also recommends fur-
ther research, particularly to assess the factors that increase the 
risk of antibiotics.

Figure 6. Mean detectable concentrations (µg/kg) of oxytetracycline in muscle samples in comparison with the maximum residue limit among sample 

collected from Harar Town.
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figure 7. (Continued)
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figure 7. (Continued)

Downloaded From: https://complete.bioone.org/journals/Environmental-Health-Insights on 15 Jul 2025
Terms of Use: https://complete.bioone.org/terms-of-use



10 Environmental Health Insights 

Figure 7. Some results of oxytetracycline residue in analyzed samples.

Conclusions
The current study revealed that about 22.0% of muscle sam-
ples collected from Dire Dawa and 17.8% from Harar town 
had oxytetracycline residues above maximum residue limits, 
which may have a potential health impact on the consumers. 
However, no kidney samples had a concentration of oxytetra-
cycline higher than the recommended level. The high preva-
lence of oxytetracycline residues might be due to the irrational 
utilization of large amounts of drugs, without prescription by 
professionals, comparatively cheaper antibiotic intake, and 
inappropriate doses of antibiotics. It may be as a result of 
inadequate awareness, and insufficient extension activities 
that can lead to misuse and overuse of the drug and possibly 
failure to observe withdrawal periods. In order to protect the 
consumers’ health, the concerned organizations, including 
Ethiopian Veterinary Drug and Animal Feed Administration 
and Control Authority, Food, Medicine and Healthcare 
Administration and Control Authority and Ministry of 
Health must take an appropriate measures. The obtained 
results are reliable in providing information on the quantities 
and health risks of oxytetracycline residues in beef meat. 
Furthermore, the authors recommend that there is a need for 
further comprehensive research that covers a wide location or 
geographical areas, including eastern Ethiopian towns. This 
finding indicates a need for a continuous improvement in 
farming practices in order to improve food safety.

Acknowledgements
The authors are pleased to acknowledge the study participants 
participated in this work, eastern Hararghe agricultural and 
natural resource office and Haramaya University, College of 

Veterinary Medicine for their support throughout this study by 
providing all necessary materials and technical supports.

Author Contributions
NM conceived the idea and collected the data, and played a 
major role. The authors (DAM, AA, DB, and SM) contributed 
to data analysis, writing, and editing the document. NM, 
DAM, AA, DB, and SM gave valuable ideas for the manuscript 
and revised the manuscript. Finally, the authors read and 
approved the final version to be published and agreed on all 
aspects of this work.

Data Availability Statement
Almost all data are included in this study. However, additional 
data will be available from the corresponding author upon rea-
sonable request.

Ethical Consideration
Ethical approval for this study was obtained from College of 
Veterinary Medicine, Haramaya University. Informed consent 
was obtained from all individuals included in this study.

REfEREnCES
 1. Shahbazi Y, Ahmadi F, Karami N. Screening, determination and confirmation 

of tetracycline residues in chicken tissues using four-plate test, ELISA and 
HPLC-UV methods: comparison between correlation results. Food Agric Immu-
nol. 2015;26:821-834.

 2. Greenlees KJ, Friedlander LG, Boxall A. Antibiotic residues in food and drink-
ing water, and food safety regulations. In: Wang J, MacNeil JD, Kay JF, eds. 
Chemical Analysis of Antibiotic Residues in Food. Wiley;2011:111-123.

 3. Bitas D, Kabir A, Locatelli M, Samanidou V. Food sample preparation for the 
determination of sulfonamides by high-performance liquid chromatography: 
state-of-the-art. Separations. 2018;5:31.

Downloaded From: https://complete.bioone.org/journals/Environmental-Health-Insights on 15 Jul 2025
Terms of Use: https://complete.bioone.org/terms-of-use



Mohammed et al 11

 4. Patyra E, Kwiatek K. Comparison of HPLC–DAD and LC–MS techniques for 
the determination of tetracyclines in medicated feeds using one extraction proto-
col. Chromatographia. 2021;84:741-749.

 5. FDA. Summary Report of Antimicrobial Sold or Distributed for Used in Food-Pro-
ducing Animals. FDA; 2012.

 6. Alaboudi A, Basha EA, Musallam I. Chlortetracycline and sulfanilamide resi-
dues in table eggs: prevalence, distribution between yolk and white and effect of 
refrigeration and heat treatment. Food Control. 2013;33:281-286.

 7. Alanazi F, Almugbel R, Maher HM, Alodaib FM, Alzoman NZ. Determina-
tion of tetracycline, oxytetracycline and chlortetracycline residues in seafood 
products of Saudi Arabia using high performance liquid chromatography-Photo 
diode array detection. Saudi Pharm J. 2021;29:566-575.

 8. Chopra I, Roberts M. Tetracycline antibiotics: mode of action, applications, 
molecular biology, and epidemiology of bacterial resistance. Microbiol Mol Biol 
Rev. 2001;65:232-260.

 9. Ahmadi F, Shahbazi Y, Karami N. Determination of tetracyclines in meat using 
two phases freezing extraction method and HPLC-DAD. Food Anal Methods. 
2015;8:1883-1891.

 10. Moreno L, Lanusse C. Specific veterinary drug residues of concern in meat pro-
duction. In: Purslow PP, ed. New Aspects of Meat Quality. Woodhead Publishing; 
2017;605-627.

 11. Zhang Y, Lu J, Yan Y, Liu J, Wang M. Antibiotic residues in cattle and sheep 
meat and human exposure assessment in southern Xinjiang, China. Food Sci 
Nutr. 2021;9:6152-6161.

 12. FAO/WHO. Residues of Some Veterinary Drugs in Animals and Foods. Sixty-Sec-
ond Report of the Joint FAO/WHO Export Committee on Food Additives. WHO 
Technical Report Series, FAO FNP 41/16. World Health Organization; 2004.

 13. Chang Q , Wang W, Regev-Yochay G, Lipsitch M, Hanage WP. Antibiotics in 
agriculture and the risk to human health: how worried should we be? Evol Appl. 
2015;8:240-247.

 14. Kjeldgaard J, Cohn MT, Casey PG, Hill C, Ingmer H. Residual antibiotics dis-
rupt meat fermentation and increase risk of infection. mBio. 2012;3:e00190-12.

 15. Bahmani K, Shahbazi Y, Nikousefat Z. Monitoring and risk assessment of tetra-
cycline residues in foods of animal origin. Food Sci Biotechnol. 2020;29:441-448.

 16. Han RW, Zheng N, Yu ZN, et al. Simultaneous determination of 38 veterinary 
antibiotic residues in raw milk by UPLC-MS/MS. Food Chem. 2015;181:119-126.

 17. Yu H, Tao Y, Chen D, Wang Y, Yuan Z. Development of an HPLC–UV method 
for the simultaneous determination of tetracyclines in muscle and liver of por-
cine, chicken and bovine with accelerated solvent extraction. Food Chem. 
2011;124:1131-1138.

 18. Bedada AH, Zewde BM. Tetracycline residue levels in slaughtered beef cattle 
from three slaughterhouses in central Ethiopia. J Glob Vet. 2012;8:546-554.

 19. Olatoye IO, Basiru A. Antibiotic usage and oxytetracycline residue in African 
catfish (Clarias gariepinus) in Ibadan, Nigeria. World J Fish Mar Sci. 
2013;5:302-309.

 20. Kimera ZI, Mdegela RH, Mhaiki CJN, et al. Determination of oxytetracycline 
residues in cattle meat marketed in the Kilosa district, Tanzania: research com-
munication. Onderstepoort J Vet Res. 2015;82:1-5.

 21. Do MH, Yamaguchi T, Okihashi M, et al. Screening of antibiotic residues in 
pork meat in Ho chi Minh City, Vietnam, using a microbiological test kit and liq-
uid chromatography/tandem mass spectrometry. Food Control. 2016;69:262-266.

 22. Agmas B, Adugna M. Antimicrobial residue occurrence and its public health risk 
of beef meat in Debre Tabor and Bahir Dar, Northwest Ethiopia. Vet World. 
2018;11:902-908.

 23. Kemal J, Sibhat B, Abraham A, et al. Bovine tuberculosis in eastern Ethiopia: 
prevalence, risk factors and its public health importance. BMC Infect Dis. 
2019;19:39.

 24. Al-Amri I, Kadim IT, AlKindi A, et al. Determination of residues of pesticides, 
anabolic steroids, antibiotics, and antibacterial compounds in meat products in 
Oman by liquid chromatography/mass spectrometry and enzyme-linked immu-
nosorbent assay. Vet World. 2021;14:709-720.

 25. Cristofani E, Antonini C, Tovo G, Fioroni L, Piersanti A, Galarini R. A confir-
matory method for the determination of tetracyclines in muscle using high-per-
formance liquid chromatography with diode-array detection. Anal Chim Acta. 
2009;637:40-46.

 26. Gaballah MS, Li X, Zhang Z, et al. Determination of tetracycline, oxytetracy-
cline, sulfadiazine, norfloxacin, and enrofloxacin in swine manure using a cou-
pled method of on-line solid-phase extraction with the UHPLC-DAD. 
Antibiotics. 2021;10:1397.

 27. Tajick MA, Shohreh B. Detection of antibiotics residue in chicken meat using 
TLC. Int J Poult Sci. 2006;5:611-612.

 28. Krzek J, Kwiecień A, Starek M, Kierszniewska A, Rzeszutko W. Identification 
and determination of oxytetracycline, tiamulin, lincomycin, and spectinomycin 
in veterinary preparations by thin-layer chromatography/densitometry. J AOAC 
Int. 2000;83:1502-1506.

 29. Howland JL. Modern experimental biochemistry, second edition by Rodney F 
Boyer. pp 555. Benjamin-Cummings Publishing, Redwood City, CA. 1993. 
$50.50 ISBN 0-8053-0545-9. Biochem Educ. 1993;21:161.

 30. Thangadurai S, Shukla SK, Anjaneyulu Y. Separation and detection of certain 
beta-lactam and fluoroquinolone antibiotic drugs by thin layer chromatography. 
Anal Sci. 2002;18:97-100.

 31. Tajick MA, Rahimian H, Alizadeh A, Rezaeian V. Analysis of isolated lipids 
from sclerotia of Rhizoctonia solani AG-1-1A using TLC. In: Proceeding of 14th 
Iranian Plant Protection Congress, KERMANSHAH, IRAN. 2006, Vol. 291.

 32. British Pharmacopoeia. Identification of Oxytetracycline by Using Thin Layer Chro-
matography. 3rd ed. Marker Towers; 2011.

 33. Agence. Franaise de Securite sanitarie des aliments (AFSSA). [23]. Determination 
of tetracycline residues in kidney and muscle by high food should be below MRLs. 
Performance liquid chromatography. MV/ITC/P06/25AN-Version 2, 2003.

 34. FAO and WHO. Codex committee on residues of veterinary drugs in foods. 
Twenty-first Session. Page 6: 2013, Available at: https://www.fao.org/fao-who-
codexalimentarius/sh-proxy/en/lnk=1&url=https%253A%252F%252Fworksp
ace.fao.org%252Fsites%252Fcodex%252FShared%2BDocuments%252FArchiv
e%252FMeetings%252FCCRVDF%252Fccrvdf21%252Frv21_inf1e.pdf 
(accessed on June 2019).

 35. Kebirungi P, Nyombi A, Omara T, Adaku C, Ntambi E. Oxytetracycline resi-
dues in bovine muscles, liver and kidney tissues from selected slaughter facilities 
in South Western Uganda. Bull Natl Res Cent. 2022;46:1-9.

 36. Baghani A, Mesdaghinia A, Rafieiyan M, Soltan Dallal MM, Douraghi M. Tet-
racycline and ciprofloxacin multiresidues in beef and chicken meat samples using 
indirect competitive ELISA. J Immunoassay Immunochem. 2019;40:328-342.

 37. Verma MK, Ahmad AH, Pant D, Patwal PC. Evaluation of oxytetracycline resi-
dues in chicken meat samples by HPLC. Pharma Innov J. 2021;10(4S):155-157.

 38. Mgonja F, Mosha R, Mabiki F, Choongo K. Oxytetracycline residue levels in 
beef in Dodoma region, Tanzania. Afr J Food Sci. 2017;11:40-43.

 39. Mookantsa SO, Dube S, Nindi MM. Development and application of a dispersive 
liquid–liquid microextraction method for the determination of tetracyclines in 
beef by liquid chromatography mass spectrometry. Talanta. 2016;148:321-328.

 40. Aiello SE, Moses MA. The Merck Veterinary Manual for Veterinary Professionals. 
Merck Sharp and Dohme Corp; 2010.

 41. Titouche Y, Houali K, Yabrir B, et al. Screening of antibiotics residues in poultry 
meat by microbiological methods. Bulletin of the University of Agricultural Sci-
ences & Veterinary Medicine Cluj-Napoca. Vet Med. 2013;70:77-82.

 42. Nisha A. Antibiotic residues - a global health hazard. Vet World. 2008;2:375.

Downloaded From: https://complete.bioone.org/journals/Environmental-Health-Insights on 15 Jul 2025
Terms of Use: https://complete.bioone.org/terms-of-use

https://www.fao.org/fao-who-codexalimentarius/sh-proxy/en/lnk=1&url=https%253A%252F%252Fworkspace.fao.org%252Fsites%252Fcodex%252FShared%2BDocuments%252FArchive%252FMeetings%252FCCRVDF%252Fccrvdf21%252Frv21_inf1e.pdf
https://www.fao.org/fao-who-codexalimentarius/sh-proxy/en/lnk=1&url=https%253A%252F%252Fworkspace.fao.org%252Fsites%252Fcodex%252FShared%2BDocuments%252FArchive%252FMeetings%252FCCRVDF%252Fccrvdf21%252Frv21_inf1e.pdf
https://www.fao.org/fao-who-codexalimentarius/sh-proxy/en/lnk=1&url=https%253A%252F%252Fworkspace.fao.org%252Fsites%252Fcodex%252FShared%2BDocuments%252FArchive%252FMeetings%252FCCRVDF%252Fccrvdf21%252Frv21_inf1e.pdf
https://www.fao.org/fao-who-codexalimentarius/sh-proxy/en/lnk=1&url=https%253A%252F%252Fworkspace.fao.org%252Fsites%252Fcodex%252FShared%2BDocuments%252FArchive%252FMeetings%252FCCRVDF%252Fccrvdf21%252Frv21_inf1e.pdf

