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Quantification of biofilm formation by 40 Listeria monocytogenes strains from wara soft cheese and its
processing environment was assessed on glass vials surfaces. Attachement to glass surface was
quantified using a crystal violet binding assay. All the 40 strains produced biofilms after 48 and 72 h
incubation at 37°C. No biofilms were formed at 24 h incubation but biofilm formation increased with
incubation period in 20 out of the 40 strains. R? values obtained were 0.0166 and 0.1193 respectively for
biofilm formation between 24 and 48 h and 24 and 72 h incubation periods, respectively (P-values of <
0.05*). L. monocytogenes strains isolated from wara cheese were generally sensitive to augmentin,
streptomycin, claforan, erythromycin, gentamycin, septrin, tarivid, and rocephine and were highly
resistant to nitrofuran, fortum, zinnat, and tetracycline. The enhancement of biofilm formation in L.
monocytogenes strains from ‘wara’ in this study suggests a relationship with pathogenicity in
foodborne isolates. The transfer of antibiotic resistant L. monocytogenes to human via the food chain is

a significant health concern.
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INTRODUCTION

Listeria monocytogenes is a Gram-positive bacterium,
motile by means of flagella and has been isolated from
soil, silage and other environmental sources. L.
monocytogenes is quite hardy and resists deleterious
effects of freezing, drying and heat remarkably well for a
bacterium that does not form spore (USFDA-CFSAN,
20086).

L. monocytogenes has become a major public health
concern. During the 1980s a number of listeriosis out-
breaks were linked with the consumption of contaminated
foodstuffs such as coleslaw (Schlech et al.,, 1983),
pasteurized milk (Fleming et al., 1985) and soft cheeses
(Piffaretti et al., 1989). In 1983, Onyemelukwe et al.
isolated L. monocytogenes in Northern Nigeria, from 19
patients with clinical condition characterized by menin-
gitis, meningoencephalitics, spontaneous peritonitis, sep-
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ticemia, arthritis, pelvic infection and arthritis. All isolates
were type 4 serotypes. Moreover in an earlier study by
Adetunji et al. (2003) the isolation rate of L. monocyto-
genes was 20% in a local cheese, wara. Wara is an
unripened soft cheese used mainly as snack in
Southwestern Nigeria. Its coagulant is the juice extract of
Sodom apple leaves and stem (Calotropis procera) and
pawpaw (Carica papaya) leaves and stem. The C.
procera extract is the preferred coagulant. Wara cheese
has a short shelf life of 2 - 3 days with presence of a
variety of organisms when stored in whey (Adegoke et
al., 1992; Belewu et al., 2005).

Biofilm is a factor that enhances the resistance of L.
monocytogenes to cleaning and sanitation, thereby pro-
moting its transmission by food. A biofilm is a population
of microbial cells growing on a surface and enclosed in
an amorphous extracellular matrix of primarily polysac-
charide materials and cannot be removed by gentle
rinsing (Donlan, 2002). Numerous studies have shown
that L. monocytogenes is capable of adhering and
forming biofilm on metal, glass, rubber and plastic surfaces
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(Hood and Zottola, 1997; Wong, 1998; Sommer et al.,
1999; Chae and Schraft, 2000, 2001; Leriche and
Carpenter, 2000; Sinde and Cerballo, 2000; Joseph et
al., 2001; Stepanovic et al.,, 2004). Some studies have
also shown that nutrient-rich medium such as brain heart
infusion (BWI) promotes biofilm production by L.
monocytogenes (Hood and Zottola, 1997; Stepanovic et
al., 2004).

In an earlier study by Onyemelukwe et al. (1983), most
types of L. monocytogenes isolates were sensitive to
ampicillin, crustalline, penicillin and erythromycin. All
common antibiotics, except cephalosporins, has been
reported to be active against L. monocytogenes in vitro
(Hof, 1991). Experimentally, amplicillin and amoxicillin
are most active (Hof, 1991), while tetracycline and
chloramphenicol are reportedly not the therapeutic
agents of choice (Cherubin et al.,, 1991). In the past,
individuals who developed clinical listeriosis are usually
treated with penicillin or ampicillin in conjunction with
aminoglycoside (Charpentier and Courvalin, 1999). The
current therapy of choice for all forms of listeriosis is a
combination of ampicillin and gentamicin (Lorber 1997;
Schlech, 2000).

This present work provides assessment of biofilm
formation on glass vial surfaces and antibiogram by L.
monocytogenes isolates from wara cheese.

MATERIALS AND METHODS

Preparation of L. monocytogenes culture for attachment and
biofilm formation

L. monocytogenes strains (LMd, LMe, LMf, LMg, LMh) were
isolated from a wara processing environment (in Nigeria) and LM
strains (WLMa, WLMb and WLMc) were isolated from wara. One
colony of each L. monocytogenes culture on modified Oxford agar
supplemented with antibiotics was transferred into 9 ml tryptose soy
broth. The inoculated broth was incubated at 37°C for 24 h. The
cultures were then to be used for biofilm formation for 24, 48 and 72
h incubation on glass vials (Pawar and Chen, 2005). The tryptose
soy broth not inoculated with L. monocytogenes was used as
negative control throughout the study. Approximately an equal
population of cells of each culture was used. Glass vials (4.5 X 1.4
cm; Fisher Scientific) were used as glass surface. The glass vials
were washed with alkaline detergent, rinsed thoroughly with
deionized water, and air-dried before being autoclaved at 121°C for
30 min.

5 ml of pure cultures were placed into the glass vials after which
the cells in broth, were allowed to attach to glass vials for 24, 48
and 72 h at 37°C. Lids were placed on the glass vials to prevent
evaporation of the broth. At the end of each incubation period, L.
monocytogenes attached to glass surface was quantified using a
crystal violet binding assay (Pawar and Chen, 2005) with some
slight modifications. The broth cultures were withdrawn on each day
and the glass vials were rinsed thrice with sterile distilled water to
remove loosely attached cells. The glass vials were air-dried and
fixed by passing over the flame of a Bunsen burner (Fisher
Scientific) 3 times. The fixed cells on the surfaces were stained with
2 ml of 1% crystal violet (Fisher Scientific) for 15 min. Excess stain
was rinsed off by placing the glass vials under running tap water
until the washed water contained no visible stains. The glass vials
were air-dried at 60°C for 5 min. The dye bound to the adherent
cells was resolubilized with 200 ul of 33% (v/v) acetic acid per vial.

The optical density (O.D.) of each glass vial and a control (optical
density of control = O.D.C) was measured at 570 nm using a
spectrophotometer (Novaspec Il). The absorbance of the negative
control was subtracted from the absorbance values to determine
the actual value (Pawar and Chen, 2005).

Quantification of biofilm formation

Based on the O.D. produced by bacterial films, strains were classi-
fied into the following categories: no biofilm producers, weak,
moderate or strong biofilm producers (Stepanovic et al., 2000).
Strains were classified as follows: :< blank = none biofilm produ-
cers; <0.160 nm= Slight biofilm producers; 0.160 - 0.260 nm =
moderate biofilm producers, 0.300 nm and above = high biofilm
producers. All tests were carried out in duplicate and the results are
presented as means. P-values of < 0.05 were considered
significant.

Antibiotic sensitivity agar preparation

According to manufacturer’s specification, 2.8 g of nutrient agar
was dissolved in 100 ml of distilled water followed by sterilization in
autoclave at 121°C for 15 min. The agar was then distributed into
Petri dishes and 10* cfu/ml of inoculated broth of test cultures of 3
L. monocytogenes isolates from wara was then added at about
38°C and gently mixed together. After the agar — broth mixture
solidified, antibiotic sensitivity discs were placed into the Petri
dishes followed by incubation of the preparation at 37°C for 18 — 24
h. L. monocytogenes strain Scott A was used as a positive control
while sterile broth was used as a negative control.

Zone of clearance around each antibiotic indicated sensitivity of
the organism present in the culture to that antibiotic. A sterile meter
ruler was used to measure the diameter of the zone of clearance
from the tip of that antibiotic disk to the circumferences of the zone
of clearance or inhibition.

RESULTS

Quantification of biofilm formation at 24, 48 and 72 h
incubation

A significant difference (P < 0.05) in biofilm formation was
observed between 24 and 48 h incubation period and
between 24 and 72 h incubation periods for all the listeria
strains. WLMa from wara cheese demonstrated the
highest biofilm formation at 48 h incubation (Table 1 and
Figure 1) while LMe demonstrated the highest biofilm
formation at 72 h incubation (Table 1). Half of the LM
strains (20 out of 40) in this study increased in biofilm
formation with extension of incubation period although
the correlation between the incubation periods was not
significant (F{2 = 0.0166-0.1193) (Table 1 and Figures 1a
and b).

Antibiotic sensitivity of LM strains from wara

The L. monocytogenes isolates (from wara) in this study
had a resistance of 23.52% to common drug of choice in
the treatment of infections in Nigeria. L. monocytogenes
was highly sensitive to Augmentin; which makes it the



Table 1. Quantification of biofilm formation after 24, 48 and 72 h incubation at 37°C.
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LM No. of | Mean absorbance| Biofilm | Mean absorbance| Biofilm | Mean absorbance| Biofilm
strains | strains (nm)at24 h formation (nm) at 48 h Formationf (nm)at72h formation

Control Blank 0.067 ¢ 0.085 ¢ 0.077 ¢
Wima 5 0.0406 ¢ 0.305% +++ 0.202* ++
WLmb 5 0.0365 ¢ 0.164* ++ 0.155* +
WLmc 5 0.0365 ¢ 0.177* ++ 0.182* ++
LMd 5 0.0632 ¢ 0.213* ++ 0.186* ++
Lme 5 0.0433 ¢ 0.260" ++ 0.297* ++
LMmf 5 0.0561 ¢ 0.116* + 0.179* ++
LMg 5 0.0620 ¢ 0.188* ++ 0.225% ++
LMh 5 0.0203 ¢ 0.224* ++ 0.134* +

< Blank = ¢ = none; <0.160 nm = + = slight; 0.160 - 0.260 nm = ++ = moderate; 0.300 nm and above = +++ = high biofilms.

P-values of < 0.05* were observed between 24 and 48 h and between 24 and 72 h incubation periods.
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Figure 1. Showing correlation between biofilm formation
(nm) of L. monocytogenes strains at 24 and 48 h (a) and
24 and 72 h (b) incubation periods.

most effective drug. The least sensitive drugs were
Nitrofuratoin, Fortum, Zinnat and Tetraxycline (Table 2).

DISCUSSION

Wara cheese is processed traditionally in the open air
thus allowing for atmospheric contamination. Previous
laboratory studies have confirmed the presence of L.

monocytogenes in milk and milk products processed in
Nigeria including ice-cream, fermented milk, wara and
local butter (Owhe Ureghe et al., 1993; Adetunji et al.,
2003). The quality of milk used for processing, in particu-
lar its microflora coupled with unhygienic practices during
processing and unstandardized processing methods are
major factors that make this product have variable
sensory qualities and short shelf life when compared to
conventional processes (Turkoglu et al., 2003) thus
making it unpopular among the urban dwellers in Nigeria.

The level of biofilm production of isolates has been
reported to be a virulence characteristic of such isolates
(Hood and Zottola, 1995; Gulsun et al., 2005). Higher
producers of this factor have higher virulence than lower
producers, which is the essence of this study. Several
workers have reported cellulose, biofilm and fimbria pro-
duction to have influenced virulence (Hood and Zottola,
1995). A significant difference (P < 0.05) in biofilm
formation was observed between 24 and 48 h incubation
period and between 24 and 72 h incubation periods for all
the listeria strains. Although the WLMa from wara cheese
demonstrated the highest biofilm formation at 48 h
incubation (Table 1 and Figure 1), LMe demonstrated the
highest biofilm formation at 72 h incubation (Table 1).
Increase in biofilm formation with extension of incubation
period demonstrated in this study has also been demon-
strated by Moltz and Martin, (2005) in stainless steel
chips.

Numerous studies have examined factors and growth
conditions that affect biofilm formation of various sur-
faces. However most of these previous studies assessed
only a few strains. This study has shown that there are
differences in the ability of strains to attach to a glass
surface. A similar report suggesting differences in biofilm
forming ability is Norwood and Gilmour (1999). This
report is also the first reporting biofilm ability of L.
monocytogenes strains from the Nigerian local cheese
wara. The enhancement of biofilm formation in wara
strains (WLMa) may be a relationship to pathogenicity in
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Table 2. Antibiogram of L. monocytogenes isolated from soft cheese ‘wara’.

Antibiotics No. of isolates Mean zone of inhibition (mm) Sensitivity
Ampicillin (PN) 3 10+ 1.16 WS
Ciproxin (CPX) 3 11 £1.53 WS
Streptomycin (S) 3 15+£0.87 MS
Augmentin (A) 3 20 £0.87 S
Claforan (CTX) 3 17 £ 3.51 MS
Erythromycin (E) 3 17 £2.52 MS
Gentamycin (CN) 3 18 £1.04 MS
Rocephine (CRO) 3 15+1.44 MS
Septrin (SXT) 3 15+£0.73 MS
Cloxacillin (CXL) 3 10 £ 1.01 WS
Nitrofurantoin (N) 3 000 R
Fortum (CAZ) 3 00zxo0 R
Gentamycin (CN) 3 12+£0.76 WS
Tarivid (OFX) 3 160 MS
Chloramphenicol (C) 3 11 £1.53 WS
Zinnat (CXM) 3 00x0 R
Tetracycline (T) 3 000 R

Mm: Measurements of the zone of inhibition.

WS = Weakly sensitive; MS = moderately sensitive; S = sensitive; R = resistant.

foodborne isolates. Similar report of a potential for
biofilm formation in a foodborne L. monocytogenes
isolate was also demonstrated by Kalmokoff et al. (2001).

The resistance shown by L. monocytogenes strains in
this study to tetraxycline agrees with an earlier report by
Charpentier et al. (1993) and Poyart-Salmeron et al.
(1990) who determined a new class of tetraxycline
resistance gene tet(s) in L. monocytogenes BM4210 and
37-kb plasmid, plP811 in L. monocytogenes strains
isolated from a patient with meningoencephalitis,
respectively. This resistance shown by L. monocytogenes
strains from wara in this study to common drugs of choice
in Nigeria may be due to abuse of drugs use in animal
husbandry and appearance of new strains (Dina and
Arowolo, 1991). Emergence of bacteria resistant to most
commonly used antibiotics in Nigeria is of considerable
medical significance because of therapeutic problems. In
another study multiple resistances was observed in some
Nigerian bacterial strains (Lateef et al., 2005). Contrary to
this study, Poyart-Salmeron et al. (1990) reported
resistance of L. monocytogenes strains isolated from a
patient with meningoencephalitis to chloramphenicol,
erythromycin, streptomycin. This suggests genetic
differences in the L. monocytogenes strains. L.
monocytogenes strains in this study were highly sensitive
to Augmentin, making it the most effective drug at this
time. Similar results were obtained by Umoh et al. (1995)
who recorded high sensitivity of Streptomycin and
Augmentin to L. monocytogenes.

It is concluded that L. monocytogenes strains from
wara are capable of enhanced biofilm formation and drug
résistance. Further studies on whether the ability to form

biofim may influence the survival within a food-
processing environment should be investigated.

REFERENCES

Adegoke GO, Nse EN, Akanni AO (1992). Effects of heat, processing
time, and pH on the microflora, aflatoxin content, and storability of
wara, a soft white cheese. Die Nahrung 36(3): 259-264.

Adetunji VO, Ikheloa JO, Adedeji AM, Alonge DO (2003). Evaluation of
the bacteria in milk products sold in Southwestern Nigeria. Niger. Vet.
J. 24(3): 92-96

Belewu MA, Belewu KY, Nkwunonwo CC (2005). Effect of biological
and chemical preservatives on the shelflife of West African soft
cheese. Afr. J. Biotechnol. 4: 1076-1079.

Chae MS, Schraft H (2000). Comparative evaluation of adhesion and
biofilm formation of different Listeria monocytogenes strains. Int. J.
Food Microbiol. 62: 103-111.

Chae MS, Schraft H (2001). Cell viability of Listeria monocytogenes
biofilms. Food Microbiol. 18: 103-112.

Charpentier E, Courvalin P (1999). Antibiotic resistance in Listeria spp.
Antimicrob. agents Chemother. 43: 2103-2108.

Charpentier E, Gerbaud G, Courvalin P (1993). Characterization of a
new class of tetraxycline-resistance gene tet(s) in Listeria
monocytogenes BM4210. Genetic 131(1): 27-34

Cherubin CE, Appleman MD, Heseltine PNR, Khayr W, Stratton CW
(1991). Epidemiological spectrum and current treatment of listeriosis.
Rev. Infect. Dis. 13: 1108-1114.

Dina OA, Arowolo ROA (1991). Some considerations on veterinary drug
use and supply in Nigeria. Re. d’ Elevage Med. Vet. Pays Tropicaux.
44:29-31.

Donlan RM (2002). Biofilms: microbial life on surfaces. Emerg. Infect.
Dis. 8: 881-890.

Fleming JM, Cochi SL, Macdonald KL, Brondum J, Hayes PS, Plikaytis
BD, Holmes MB, Audrier A, Broome CV, Reingold AL (1985).
Pastuerized milk as a vehicle of infection in an outbreak of listeriosis.
N. Engl. J. Med. 312: 404-407.

Gulsun S, Oguzoglu N, Inan A, Ceran N (2005). The virulence factors
and antibiotic sensitivities of Escherichia coli isolated from recurrent



urinary tract infections. Saudi Med. J. 26(11): 1755-1758.

Onyemelukwe GC, Lawande RV, Egler LJ, Mohammed | (1983).
Listeria monocytogenes in Northern Nigeria. J. Infect. Dis. 6(2): 141-
145.

Owhe-ureghe OE, Ekundayo AO, Agbonlahor DE, Oboh PA, Orhue P
(1993). Bacteriological quality of some ready to eat food marketed in
Ekpoma, Edo State of Nigeria. Niger. Food J. 11: 45-52.

Hof H (1991). Therapeutic activities of antibiotics in listeriosis. Infect. 19:
229-233

Hood SK, Zottola EA (1995). Biofilm in food processing. Food Cont.
1(6): 9-18.

Hood SK, Zottola EA (1997). Adherence to stainless steel by foodborne
microorganisms during growth in model food systems. Int. J. Food
Microbiol. 37: 145-153.

Joseph B, Otta SK, Karunasagar |, Karunnasagar | (2001). Biofim
formation by Salmonella spp. On food contact surfaces and their
sensitivity to sanitizers. Int. J. Food Microbiol. 64: 367-372.

Kalmokoff ML, Austin JW, Wan XD, Sanders G, Banerjee S, Farber JM
(2001). Adsorption, attachment and biofilm formation among isolates
of Listeria monocytogenes using model conditions. J. Appl. Microbiol.
91: 725-734

Lateef A, Oloke JK, Gueguimkana EB (2005). The prevalence of
bacteria resistance in clinical food, water and some environmental
samples in Southwest Nigeria. Environ. Monitor. Assess. 100: 59-69

Leriche V, Carpentier B (2000). Limitation of adhesion and growth of
Listeria monocytogenes on stainless steel surfaces by Staphyloco-
ccus sciuri biofilms. J. Appl. Microbiol. 88: 594-605.

Lorber B (1997). Listeriosis. Clin. Infect. Dis. 24: 1-9.

Moltz AG, Martin SE (2005). Formation of biofilms by L. monocytogenes
under various growth conditions. J. Food Prot. 68(1): 92-97.

Norwood DE, Gilmour A (1999). Adherence of Listeria monocytogenes
strains to stainless steel coupons. J. Appl. Microbiol. 86: 576-582.

Poyart-Salmeron C, Carber C, Trieu-cuot P, Courtieu AL, Corvalin P
(1990). Transferable plasmid-mediated antibiotic resistance in
Listeria monocytogenes. Lancet. 335(8703): 1472-1426.

Piffaretti JC, Kressebuch H, Aeschbacher M (1989). Genetic
characterization of clones of bacterium Listeria monocytogenes
causing epidemic disease. Proceed. Natl. Acad. Sci. USA 86: 3818-
3822.

Adetunji and Adegoke 2897

Schlech WF, Lavigne PM, Bortolussi RA (1983). Epidemic listeriosis-
evidence for transmission by food. New Engl. J. Med. 308: 203-206.
Schlech WF (2000). Epidemiology and clinical manifestations of Listeria
monocytogenes infections. In gram positive pathogen ed. Fischetti V
et al. American Society for Microbiology Press, Washington DC,
USA. :In Walsh D, Duffy G, Sheridan JJ, Blair IS, Mcdowell (2001).
Antibiotic  resistance among Listeria, including Listeria

monocytogenes in retail foods. J. Appl. Microbiol. 90: 517-520.

Sinde E, Carballo J (2000). Attachment of Salmonella spp and Listeria
monocytogenes to stainless steel, rubber and polytetrafluorethylene:
the influence of free energy and the effect of commercial sanitizers,
Food Microbiol. 17: 439-447.

Sommer P, Martin-Rouas C, Mettler E (1999). Influence of the adherent
population level on biofilm population, structure and resistance to
chlorination. Food Microbiol. 16: 503-515.

Stepanovic S, Vukovic D, Dakic |, Savic B, Svabic-Vlahovic M (2000). A
modified microtiter-plate test for quantification of staphylococcal
biofilm formation. J. Microbiol. Methods 40: 175-179.

Stepanovic S, Cirkovic |, Ranin L, Svabic-Vlahovic M (2004). Biofilm
formation by Salmonella spp. and Listeria monocytogenes on plastic
surface. Lett. Appl. Microbiol. 38: 428-432.

Turkoglu H, Ceylan ZG, Dayisoylu KS (2003). The microbiology and
chemical quality of Orgu cheese produced in Turkey. Pak. J. Nutr. 2:
92-94.

USFDA-CFSAN (2006). United States Food and Drug Administration
2006.

Wong AC (1998). Biofilms in food processing environments. J. Diary
Sci. 81: 2765-2770.



