


Assessment of Quinolone Susceptibility in Salmonella enterica from Beef Sold in Port Harcourt Markets

ABSTRACT
Background:
Foodborne diseases are a major public health challenge globally, disproportionately affecting low- and middle-income countries. Salmonella enterica is a leading bacterial cause of gastroenteritis and invasive infections, often transmitted through contaminated animal-derived foods such as beef. The emergence of antimicrobial-resistant Salmonella, particularly quinolone-resistant strains, threatens effective treatment and public health safety.
Objective:
This study assessed the prevalence, microbial contamination, and quinolone susceptibility profiles of Salmonella enterica isolated from retail beef sold in major markets in Port Harcourt, Nigeria.
Methods:
In a cross-sectional study conducted between June and August 2025, sixty (60) raw beef samples were randomly collected from five major markets (Rumuigbo, Big Tree, Mile 1, Mile 3, and Mile 4). Samples were analyzed for total heterotrophic counts (THC) and total fecal coliform counts (TFC) using standard plate count techniques. Isolation and identification of Salmonella enterica involved selective culture media, morphological examination, Gram staining, and biochemical characterization. Antimicrobial susceptibility testing was performed using the Kirby–Bauer disk diffusion method on Mueller–Hinton agar with nalidixic acid, ciprofloxacin, and ofloxacin, and results were interpreted according to CLSI guidelines.
Results:
Salmonella enterica was detected in 33.3% (20/60) of beef samples. THC ranged from 1.5 × 10⁶ to 6.1 × 10⁶ CFU/g, and TFC ranged from 1.5 × 10⁴ to 2.2 × 10⁴ CFU/g, indicating poor hygienic quality. Antimicrobial susceptibility testing revealed that 60% (12/20) of isolates were resistant to at least one quinolone antibiotic, with resistance highest against nalidixic acid (50%), followed by ciprofloxacin (25%) and ofloxacin (20%).
Conclusion:
The detection of quinolone-resistant Salmonella enterica in retail beef from Port Harcourt markets represents a significant food safety and public health concern, as resistant strains may compromise first-line therapy for severe salmonellosis. These findings highlight the need for improved meat hygiene practices, antimicrobial stewardship in livestock production, and routine surveillance of antimicrobial resistance in foodborne pathogens.
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INTRODUCTION
Foodborne illnesses remain a significant global public health problem, affecting millions of individuals annually and imposing substantial socioeconomic burdens on healthcare systems and national economies. The World Health Organization (WHO) estimates that unsafe food causes approximately 600 million illnesses and 420,000 deaths each year worldwide, with Africa bearing the highest per-capita burden (WHO, 2018; WHO, 2023). In low- and middle-income countries, inadequate food safety infrastructure, poor hygienic practices, weak regulatory enforcement, and limited public awareness contribute significantly to the high incidence of foodborne diseases.
Among the wide range of foodborne pathogens, Salmonella enterica is one of the most important etiological agents responsible for bacterial gastroenteritis and invasive infections in humans. Non-typhoidal Salmonella (NTS) infections are commonly associated with diarrhea, fever, and abdominal cramps, but may progress to bacteremia and systemic illness in vulnerable populations, including children, the elderly, and immunocompromised individuals (Majowicz et al., 2010). Globally, NTS is estimated to cause over 93 million cases of gastroenteritis and more than 150,000 deaths annually, primarily linked to the consumption of contaminated foods of animal origin (de Jong et al., 2012; Kirk et al., 2015).
Beef represents a major source of animal protein worldwide and is widely consumed in Nigeria across all socioeconomic strata. However, beef also serves as an important vehicle for the transmission of Salmonella when hygienic practices during slaughtering, processing, transportation, and retail display are inadequate. In many Nigerian cities, meat is processed in informal or semi-formal abattoirs characterized by poor sanitation, lack of potable water, inadequate waste disposal, and minimal veterinary oversight (Cao et al., 2017; Lawan et al., 2021). Following slaughter, beef is often transported and displayed in open markets without refrigeration, increasing the risk of microbial proliferation and cross-contamination.
Microbial assessment of meat quality commonly relies on indicators such as total heterotrophic counts (THC) and fecal coliform counts (TFC), which reflect general hygiene levels and fecal contamination, respectively. Elevated microbial loads in beef have been repeatedly documented in Nigerian markets and are indicative of poor handling practices, contaminated processing surfaces, and unsafe water use. These conditions create an environment conducive to the persistence and spread of foodborne pathogens, including Salmonella enterica (Moawad et al., 2017).
In addition to contamination concerns, the emergence of antimicrobial resistance (AMR) among foodborne pathogens has become a major global health threat. The misuse and overuse of antibiotics in both human medicine and animal agriculture have accelerated the selection of resistant bacterial strains, which can be transmitted to humans through the food chain (Van Boeckel et al., 2019). Of particular concern is resistance to quinolones and fluoroquinolones, which are classified by the WHO as critically important antimicrobials for human medicine (WHO, 2019).
Quinolones, such as Nalidixic acid, and fluoroquinolones, including Ciprofloxacin and Ofloxacin, are frequently used for the treatment of severe salmonellosis and other invasive bacterial infections. Resistance to these agents compromises therapeutic efficacy and has been associated with prolonged illness, increased hospitalization rates, and higher mortality (Redgrave et al., 2014). Mechanisms of quinolone resistance in Salmonella include chromosomal mutations in the quinolone resistance-determining regions (QRDRs) of gyrA, gyrB, parC, and parE genes, as well as plasmid-mediated resistance mechanisms such as qnr genes, aac(6′)-Ib-cr, and efflux pump overexpression (Luo et al., 2011; Hooper & Jacoby, 2015).
Several studies across Africa and Asia have reported increasing rates of quinolone-resistant Salmonella in meat and poultry products. Resistance rates to Nalidixic acid exceeding 40% have been documented in retail meats in Ethiopia, Burkina Faso, and India (Saravanan et al., 2015). In Nigeria, while multidrug-resistant Salmonella has been reported in poultry and beef, data specifically focusing on quinolone resistance in retail beef remain limited
Port Harcourt, a major metropolitan city in southern Nigeria, is characterized by high population density and extensive meat consumption. However, systematic data on the microbiological quality of beef and the antimicrobial resistance profiles of Salmonella enterica in local markets are scarce. Generating such data is essential for informing food safety policies, guiding antimicrobial stewardship interventions, and protecting public health.
Therefore, this study aimed to assess the microbial quality of beef sold in selected markets in Port Harcourt and to determine the prevalence and quinolone susceptibility patterns of Salmonella enterica isolates recovered from these products.
MATERIALS AND METHODS
Study Area
This study was conducted in five major meat markets in Port Harcourt, Rivers State, Nigeria: Rumuigbo, Big Tree, Mile 1, Mile 3, and Mile 4. These markets are known for high volumes of meat trade and varied hygiene practices, making them representative of urban Nigerian meat supply chains.
Sample size 
The sample size for this study was determined using the single population proportion formula for prevalence studies:
n = (Z² × P × (1 − P)) / d²
Where:
n = minimum required sample size
Z = standard normal deviate at 95% confidence level (1.96)
P = estimated prevalence of Salmonella enterica from a previous study
d = margin of error (precision), set at 0.05

Based on previous studies in Nigeria that reported approximately 20% prevalence of Salmonella in retail meat, the estimated prevalence (P) was set at 0.20 (Al-Khalifa et al., 2025). 

Based on previous studies in Nigeria that reported approximately 20% prevalence of Salmonella in retail meat, the estimated prevalence (P) was set at 0.20.
The calculated minimum sample size was approximately 246 samples. However, due to logistical constraints, laboratory processing capacity, time limitations, and the exploratory nature of the study, a pilot cross-sectional sampling design was adopted. Consequently, sixty (60) beef samples were collected as a representative subset across five major markets in Port Harcourt to provide preliminary data on Salmonella enterica prevalence and quinolone resistance patterns in retail beef.
Sample Collection
Sixty (60) beef samples (approximately 250 g each) were randomly purchased from consenting vendors in selected markets in Port Harcourt between June and August 2025. Each sample was aseptically collected using sterile disposable gloves and sterile forceps to minimize external contamination. Fresh sterile polyethylene bags were used for each sample, and the bags were properly sealed and labeled immediately after collection. To further prevent cross-contamination, sampling instruments and gloves were changed between vendors, and samples were handled individually without direct contact with other meat products or surfaces.
All samples were immediately placed in an insulated cooler containing ice packs to maintain a temperature of approximately 4 °C and transported to the Microbiology Laboratory, Rivers State University, for microbiological analysis within 2 hours of collection. Upon arrival at the laboratory, samples were processed promptly under aseptic conditions.
Sample Preparation and Enumeration of Bacteria
One gram of each beef sample was homogenized in 9 mL of buffered peptone water. Serial ten‑fold dilutions (10⁻¹–10⁻¹⁰) were prepared. Aliquots (0.1 mL) from each dilution were spread on Nutrient Agar (for total heterotrophic counts) and MacConkey Agar (for total fecal coliform counts). Plates were incubated at 37°C for 24 hours. Colonies were counted and expressed as colony‑forming units per gram (CFU/g) of meat.


Isolation and Identification of Salmonella spp.
Swab aliquots were also inoculated onto selective media including Salmonella‑Shigella Agar (SSA), Eosin Methylene Blue (EMB) agar, MacConkey Agar, and Blood Agar. Distinct colonies were sub cultured for purity and identified using morphological characteristics. Biochemical characterization was conducted using Gram staining, catalase, oxidase, citrate utilization, methyl red (MR), Voges‑Proskauer (VP), indole, TSI fermentation, and sugar fermentation tests.
Standardization of Bacterial Inoculum
Pure Salmonella enterica cultures were grown in nutrient broth overnight and standardized to 0.5 McFarland standard (~1 × 10⁶ CFU/mL) before antimicrobial susceptibility testing.
Antimicrobial Susceptibility Testing
Antimicrobial susceptibility testing of the confirmed Salmonella enterica isolates was performed using the Kirby–Bauer disk diffusion method on Mueller–Hinton agar. The quinolone antibiotics tested included nalidixic acid (30 µg), ciprofloxacin (5 µg), and ofloxacin (5 µg). These agents were selected because they represent both the first-generation quinolone (nalidixic acid) and fluoroquinolone derivatives (ciprofloxacin and ofloxacin) commonly used in clinical practice for the treatment of severe salmonellosis. Nalidixic acid is widely used as a screening indicator for reduced susceptibility to fluoroquinolones, while ciprofloxacin and ofloxacin are clinically important fluoroquinolones frequently employed in the treatment of invasive Salmonella infections. The inclusion of these three representative agents therefore allows for the detection of both early quinolone resistance and clinically relevant fluoroquinolone resistance patterns in foodborne Salmonella isolates. Zone diameter interpretations were performed according to the guidelines of the Clinical and Laboratory Standards Institute and categorized as susceptible, intermediate, or resistant.
RESULTS
Microbial Load in Beef Samples
Beef samples showed considerable microbial contamination across markets (Table 1). Total heterotrophic counts ranged from 1.5 ± 0.4 × 10⁶ CFU/g (Mile 3) to 6.1 ± 1.7 × 10⁶ CFU/g (Big Tree). Fecal coliform counts were highest in Mile 3 (2.2 ± 0.6 × 10⁴ CFU/g), indicating fecal contamination and suboptimal hygiene practices (Table 1, Figure 1).



Table 1. Total Heterotrophic and Fecal Coliform Counts (CFU/g) of Beef Samples
	Market
	THC (×10⁶ CFU/g)
	TFC (×10⁴ CFU/g)

	Rumuigbo
	5.2 ± 1.3
	1.8 ± 0.5

	Big Tree
	6.1 ± 1.7
	2.0 ± 0.7

	Mile 1
	4.9 ± 1.1
	1.5 ± 0.4

	Mile 3
	1.5 ± 0.4
	2.2 ± 0.6

	Mile 4
	5.8 ± 1.5
	1.9 ± 0.5



Prevalence of S. enterica
Of the 60 beef samples analyzed, 20 (33.3%) were positive for Salmonella enterica. Prevalence varied by market, with Mile 3 showing the highest rate (50%) and Mile 1 the lowest (16.7%) (Table 2, Figure 2).
Table 2. Prevalence of Salmonella enterica
	Market
	Positive Samples
	Prevalence (%)

	Rumuigbo
	4
	33.3

	Big Tree
	3
	25.0

	Mile 1
	2
	16.7

	Mile 3
	6
	50.0

	Mile 4
	5
	41.7
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Figure 1. Total Heterotrophic and Fecal Coliform Counts (CFU/g) of Beef Samples.                      Figure 2. Prevalence of Salmonella enterica in Beef Samples
Antibiotic Susceptibility Patterns
Among the 20 Salmonella isolates, 12 (60%) showed resistance to at least one quinolone. Resistance was highest against Nalidixic acid (50%), followed by resistance to Ciprofloxacin (25%) and Ofloxacin (20%).

DISCUSSION
The present study provides important insights into the microbiological quality of retail beef and the burden of quinolone-resistant Salmonella enterica in selected markets in Port Harcourt, Nigeria. The overall prevalence of Salmonella enterica (33.3%) observed in this study indicates substantial contamination of beef intended for human consumption and aligns with findings from similar studies conducted in other developing countries. Reported prevalence rates ranging from 30% to 35% have been documented in retail beef and butcher shops in Ethiopia, Burkina Faso, and India (Saravanan et al., 2015), suggesting that contamination of beef with Salmonella is a widespread problem in settings with inadequate meat hygiene systems.
The observed variation in Salmonella prevalence across markets likely reflects differences in slaughtering practices, sanitation infrastructure, vendor hygiene, and environmental conditions. Markets with higher prevalence rates may be characterized by increased human traffic, limited access to clean water, and poor waste management, all of which facilitate bacterial persistence and cross-contamination. Similar market-specific variations have been reported in Nigerian and international studies and underscore the importance of localized risk assessments when designing food safety interventions (Lawan et al., 2021).
The high total heterotrophic counts and fecal coliform counts recorded across all markets further indicate poor microbiological quality of the beef samples analyzed. THC values exceeding recommended limits suggest extensive microbial contamination arising from improper handling during slaughter, transportation, and retail display (Moawad et al., 2017). Elevated fecal coliform counts, particularly in Mile 3 market, point to fecal contamination, which may result from contaminated water sources, unclean processing surfaces, or contact with intestinal contents during evisceration. Such findings are consistent with previous studies in Nigerian open markets, where lack of basic hygiene facilities and inadequate vendor training have been identified as major contributors to meat contamination (Moawad et al., 2017).
Of significant concern is the high level of quinolone resistance observed among the Salmonella enterica isolates. In this study, 60% of isolates exhibited resistance to at least one quinolone antibiotic, with the highest resistance recorded against Nalidixic acid (50%). Nalidixic acid resistance is often considered an early indicator of reduced susceptibility to fluoroquinolones and has been associated with treatment failure in clinical settings (Redgrave et al., 2014; Hooper & Jacoby, 2015). The detection of resistance to Ciprofloxacin and Ofloxacin, although at lower levels, is particularly worrisome given the critical role of fluoroquinolones in the management of invasive salmonellosis.
The resistance patterns observed in this study are comparable to those reported in retail meats in other African countries, where widespread quinolone resistance has been linked to the unregulated use of antibiotics in animal husbandry (Cao et al., 2017). In Nigeria, antibiotics are frequently administered to livestock for therapeutic, prophylactic, and growth-promotion purposes, often without veterinary oversight or adherence to withdrawal periods (Van Boeckel et al., 2019). Such practices exert selective pressure that favors the emergence and dissemination of resistant bacteria, which can subsequently enter the human food chain.
The presence of quinolone-resistant Salmonella enterica in beef sold in open markets represents a serious public health threat. Consumption of undercooked contaminated beef or cross-contamination during food preparation can lead to human infections that are difficult to treat and may require alternative, more expensive, or less accessible antimicrobial agents. Moreover, resistant Salmonella strains can act as reservoirs of resistance genes, facilitating horizontal gene transfer to other pathogenic and commensal bacteria within the human gut (Luo et al., 2011; Chernov et al., 2019).
These findings highlight the urgent need for coordinated, multisectoral interventions to address food safety and antimicrobial resistance in Nigeria. Strengthening hygiene standards in slaughterhouses and markets, enforcing existing food safety regulations, and promoting antimicrobial stewardship in livestock production are critical steps toward reducing the burden of resistant foodborne pathogens. Routine surveillance of antimicrobial resistance in food animals and retail meats, aligned with the One Health approach, is essential for early detection of emerging resistance trends and for informing evidence-based policy decisions (WHO, 2018).
CONCLUSION
This study demonstrates that beef sold in selected markets in Port Harcourt is frequently contaminated with Salmonella enterica, and a substantial proportion of isolates exhibit resistance to quinolone antibiotics. While these findings provide important insights into localized food safety risks, the small sample size and descriptive nature of the study limit the generalizability of the results. Nevertheless, the combination of high microbial loads and antimicrobial resistance highlights significant gaps in meat hygiene and a tangible public health concern within the sampled markets. Addressing these challenges requires improved hygiene practices in slaughterhouses and retail markets, strengthened regulatory oversight, prudent antibiotic use in livestock production, and sustained local surveillance of foodborne pathogens. Future research should expand sample sizes, include molecular characterization of resistance determinants, and track transmission pathways to provide more representative data for informed public health decision-making.
RECOMMENDATIONS
To protect public health, hygiene standards in slaughterhouses and meat markets should be strictly enforced. Meat vendors should receive training on safe handling, processing, and storage practices. Public health authorities should implement regular surveillance programs for antimicrobial‑resistant foodborne pathogens and enforce regulations limiting indiscriminate quinolone use in livestock. Consumers should be educated on proper cooking and hygiene practices to reduce infection risks. Future research should employ molecular techniques to characterize resistance determinants and track transmission pathways of resistant strains.
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