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Abstract: The death kinetics of Escherichia coli 0157:H7, E. coli type 1 and total coliforms after irradiation treatment in minced
beef were evaluated to analyze the effect of increasing irradiation doses. Irradiation doses ranging from 0.0 kGy to 1.5 kGy were

evaluated for reducing numbers of E. coli during frozen storage conditions at —18 °C for 30 days. D,, values of E. coli 0157:H7, E.
coli type 1, and total coliforms were 0.245 kGy, 0.552 kGy and 0.293 kGy, respectively. An irradiation dose of 1.5 kGy was shown

to inactivate 10° MPN/g of serotype 0157:H7 and 10° MPN/g of E. coli type 1. This inactivation level might be considered safe for
the consumption of minced beef. Finally, E. coli type 1 was found to be a suitable indicator for assessing the impact of irradiation
on E. coli 0157:H7 serotype. There was no significant change in numbers of bacteria during frozen storage.
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E. coli 0157:H7, E. coli ve Dogal Kontaminant Koliformlarin Kiymada
Isinlama ve Depolama Sirasinda Oliim Kinetigi

Ozet: Kiymada 0.0 — 1.5 KGy arasinda uygulanan isinlama sonrasinda ve —18 °C'da 30 giine kadar yapilan depolama sirasinda
Escherichia coli 0157:H7 ve E. coli tip 1'in 6lum Kinetigi incelenmistir. E. coli 0157:H7, E. coli tip 1 ve dogal kontaminant
koliformlarin D,, degerleri sirasiyla, 0.245 kGy, 0.552 KGy ve 0.293 kGy olarak belirlenmigtir.

Bulgular, 1.5 kGy isinlamanin 10° EMS/g 0157:H7 serotipi ve 10° EMS/g E. coli tip 1°i inaktive ettigini ve Kiymanin glvenilir bir
bicimde tiiketilebilmesi i¢in bu inaktivasyon degerinin yeterli oldugunu, E. colitip 1°in, E. coli 0157:H7 icin iyi bir 15inlama indikatoru

oldugunu géstermistir. Donmus depolama boyunca bakteri sayilarinda istatistik acidan 6nemli bir degisme olmamustir.

Anahtar SézcuKler: Isinlama, E. coli 0157:H7, E. coli tip 1, 6lum orani, depolama, kiyma

Introduction

Most  Escherichia coli strains are commonly
encountered among the normal facultative anaerobic
microflora of the human intestinal tract and are assumed
to be beneficial as they are involved in vitamin synthesis.
However, some serotypes, such as 0157:H7, are among
the most significant food-borne human pathogens. E. coli
0157:H7 has been known to be an important pathogen
since the early 1980s, when it caused epidemics and
sporadic cases of bloody diarrhea (1,2). The infection has
been known to develop into severe hemolytic uremic
syndrome. Its inter-human transmission as well as animal
to human transmission have been documented. The more
serious syndrome of hemolytic uremia has mostly

affected the immune suppressed, children or elderly, and
deaths have occurred particularly in nursing homes (3,4).
The prevalence of E. coli 0157:H7 in 3450 minced meat
samples was reported as 0.12% (5).

E. coli O157:H7 is different from other E. coli
serotypes. This serotype is known to be tolerant to acid
and salt, sorbitol negative, MUG negative, unable to grow
at 44.5 °C, resistant to cefixime-tellurite and sensitive to
heat and irradiation (1,6,7). Most food-borne outbreaks
caused by this microorganism have been associated with
the consumption of foods of bovine origin such as ground
beef and raw milk. Although it is easily destroyed by
sufficient cooking of hamburgers and other meat
products, in places such as fast-food restaurants, it is

915



Death Kinetics of E. coli 0157:H7, E. coli and Natural Contaminant Coliforms in Minced Beef During Irradiation Treatment and Storage

frequently found to be the most common cause of
sporadic cases or outbreaks (6,7).

Growth modelling of bacterial food pathogens as
affected by pH, temperature and nutrient composition
has revolutionized the discipline of predictive
microbiology. Data provided by such an approach have
been of major significance in the development of new
food formulations, the design of food processing
operations and the application of risk management
systems. Commonly, predictive models are based upon
data that are derived from investigations using pure
cultures of the test organisms grown in defined media.
Predictive models have been produced for E. coli
0157:H7, defining its growth characteristics. It is
essential that before being applied to a specific food
product, models are validated by confirming the growth
of the respective organisms in the food before use.
Although validation studies have demonstrated good
agreement between theoretical models and applied
situations, in certain cases the growth of organisms in the
food tests has differed considerably from that predicted
in the modelling studies (8,9).

Irradiation can damage and destroy most food-
borne bacteria. The biological effects of ionizing
radiation on cells can be due both to direct interactions
with critical cell components and to indirect actions on
these critical targets caused by radiolytic products of
other molecules in the cell, particularly free radicals
formed from water (10). In ensuring high standards of
improved food safety, microorganisms are a major
factor that cannot be ignored. In this regard, food and
especially meat irradiation is an effective treatment
process for the inactivation of bacteria. Low-dose
irradiation has been shown to provide adequate
inactivation levels to ensure safe consumption of meats
even if undercooked (11).

While a number of studies on E. coli 0157:H7 strains
have been carried out in Turkey, studies of the irradiation
effects on this particular serotype are inadequate. The
aim of this study was to determine the death kinetics and
behavior of E. coli 0157:H7 and as a controlled serotype
of E. coli type 1 in the irradiation treatment and storage
period of minced beef. The determination of the possible
use of E. coli type 1 as a biological indicator was the
second aim of this research.
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Materials and Methods
Bacterial cultures and preparation of inocula

A mixture of 5 strains each of E. coli type 1 and E. coli
0157:H7 was used. All strains of E. coli type 1 were
obtained from the culture collection of the Department of
Food Engineering, Ankara University (Ankara, Turkey).
The 5 strains of E. coli 0157:H7 were provided by 5
different culture collection centers: the Department of
Food Engineering, Hacettepe University (Ankara,
Turkey); the Ministry of Health (Ankara, Turkey);
Landbouw University (Holland), the Department of Food
Engineering, Ege University (izmir, Turkey); and the
Ministry of Agriculture and Rural Affairs (Inspection
Department, istanbul Turkey).

Each of the 5 strains of E. coli type 1 and E. coli
0157:H7 were inoculated into 10 ml of Tryptic Soy broth
(TSB; Merck, Germany) individually and incubated for 16-
18 h at 37 °C. These fresh cultures of each strain were
then mixed together in equal volumes to generate
composite cultures of E. coli type 1 or E. coli 0157:H7.

Minced beef

All minced beef samples used in this study were
purchased from retail markets in Ankara. For achieving
low-level natural contaminant E. coli type 1, the minced
meat samples were ground from sliced beef under
conditions as hygienic as possible.

Radiation source

Irradiation processes were carried out at room
temperature (18-20 °C) using an Issledovatelj (Gamma-
cell; Cobalt 60) irradiator, operated at a dose rate of
2.67 KGy/h, in the Department of Food Irradiation and
Sterilization of Ankara Nuclear Research Center in
Agriculture and Animal Science of the Turkish Atomic
Energy Authority.

Experimental design

The minced beef was first analyzed for natural
contamination by total coliforms including E. coli type 1
and E. coli 0157:H7.

Numbers of total coliforms and E. coli type 1 were
determined using the standard MPN technique with
Lauryl Sulfate Tryptose (LST) Broth + MUG (Merck,
Germany) medium. Ten grams of minced beef was
homogenized for 2 min in 90 ml of Maximum Recovery
Diluent (Merck, Germany); after serial dilutions, samples



were incubated in LST broth + MUG for 24 h at 37 °C and
then evaluated for the production of gas (for total
coliforms) and fluorescence (for E. coli type 1). Only gas-
positive tubes were evaluated for fluorescence (under
365 nm wavelengths, Merck, Germany) by UV lamp (12).

For the detection of E. coli 0157:H7, 25 g of minced
beef was homogenized for 2 min in 225 ml of TSB
supplemented with standard concentrations of
vancomycin (8.00 mg/l), cefixime (0.05 mg/l), and
cefsulodin (10.00 mg/l) using a stomacher (Laboratory
Equipment, London, UK) and then incubated at 37 °C for
24 h. One loop of enriched culture from growth positive
flasks was spread onto Sorbitol MacConkey agar
supplemented with cefixime — tellurite (Cefixime 0.05
mg/l- Potassium tellurite 2.5 mg/l) (CT-SMAC; Merck,
Germany) (12). After the incubation at 37 °C for 24 h,
sorbitol-negative colonies were analyzed by 0157 latex
test (Oxoid). As mentioned in the results section, no
positive result was obtained by this test.

Minced beef was divided into 36 portions (10 g each)
in sterile polyethylene bags; 12 of these were inoculated
with E. coli type 1 mixture (approximately 10° cfu/g final
concentration in minced beef). Twelve of the others were
inoculated with E. coli O157:H7 serotype mixture
(approximately 10° cfu/g final concentration in minced
beef), while the remaining samples were used as controls
for natural contamination with total coliforms. After
inoculation, each meat sample was individually hand
massaged under sterile conditions for 1 min to evenly
distribute the inocula in the meat prior to irradiation at
0.0, 0.5, 1.0 and 1.5 kGy. The irradiated samples were
then stored at —18 °C for 30 days. Microbiological
analyses were performed after O, 15 and 30 days of
storage.

Experimental trials were carried out independently in
4 replicates.

Enumeration of bacteria

Individual 10 g test samples were homogenized for 2
min with 90 ml of Maximum Recovery Diluent. The
standard MPN technique was applied. Incubation media
for total coliforms, E. coli and E. coli 0157:H7 were
standard LST Broth, LST Broth + MUG, and TSB
supplemented with the standard concentration of
vancomycin (8.00 mg/l), cefixime (0.05 mg/l), and
cefsulodin (10.00 mg/l), respectively. Samples were
incubated in supplemented TSB for 24 h at 37 °C. After
the incubation of TSB, all growth-positive tubes were
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streaked on CT-SMAC agar separately. These plates were
incubated at 37 °C for 18-24 h. Sorbitol-negative
colonies were confirmed by latex test for the presence of
E. coli “O157" somatic antigen and positive dishes used
for standard MPN determination. Total coliforms and E.
coli type 1 were analyzed separately by standard MPN
(12).

Statistical analysis and mathematics of death
kinetics

The simple arithmetical means of individually obtained
log values of the numbers of bacteria from 4 replicates
were used in the statistical analysis. Minitab Statistical
Software Release 13.1 was used for the statistical
analyses.

The death curves of E. coli 0157:H7, E. coli type 1
and coliforms were plotted as a function of increasing
irradiation dose and the length of storage time. The
appropriate linear equation for each death curve was
selected before the linear regression analysis was carried
out to obtain the negative slope or specific death rate.

Results

Microbiological analyses of the ground beef for
natural contaminants resulted in no E. coli type 1 (<0.3
MPN/g) or no E. coli 0157:H7 serotype (none in 25 g) in
any replicates.

The results are presented on a logarithmic scale. Mean
results for the 4 replicates are given in Table 1. Data
from samples of total coliforms irradiated at 1.0 kGy and
the results from E. coli 0157:H7 at 1.5 kGy were not
taken into account, as levels of contamination were.

In Table 2, the linear regression equations, the
regression coefficients and D, , values for the 3 groups of
bacteria obtained from the death curves at the irradiation
treatment are shown.

Discussion

E. coli 0157:H7 has been of particular concern in the
USA and other developed countries in recent years. It is
not as common a cause of food-borne illness as
Salmonella or Campylobacter but its extreme virulence
has caused several outbreaks and mortality rates as high
as 30% have been recorded, especially among young
people. Most of these illnesses have been associated with
the consumption of undercooked, contaminated ground
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Table 1. Number of bacteria (log MPN/g) after irradiating at different doses and during subsequent storage at —18 °C (n = 4).

Total Coliforms

E. coli0157:H7

E coli type i

Dose
kGy day O day 15 day 30 day O

day 15 day 30 day 0 day 15 day 30

0.0 2.86 +0.16% 252 +0.157 247 +0.19?
05 1.20 £0.09” 1.11 +0.04” 1.06 +0.02"
1.0 <0.48 <0.48 <0.48

1.5 <0.48 <0.48 <0.48 <0.48

5.51 +0.09 5.26 +0.74” 5.18 +0.06"
367 £0.12” 334 £0.11® 3.19 +0.077
143 £ 0679 1.36 =0.019 1.18 +0.06"
<0.48 <0.48 3.11 £0.049 3.04 £0.059 278 +0.169

575 +0.14%® 535 £0.12? 4.43 +0.08"
528 +0.08” 5.09 +0.08" 428 +0.15%
411 £0.049 4.04 +0.05° 3.67 +0.18%

a, b, ¢, d; Values denoted by the same letters indicate a statistically nonsignificant difference between the data within each column.

Table 2. Linear regression equations, regression coefficients (RZ) and D, values.

Group Equation Regression D,
Coefficient

Total Coliforms y = -3.4220x + 2.8560 R?=1.0000 0.293

E. coli type 1 y =-1.8114x + 5.8893 R®=0.9817 0.552

E. coli 0157:H7 y = -4.0720x + 5.5713 R?=0.9968 0.245

x: Irradiation doses
y : Numbers of bacteria

beef used in hamburgers, and several major recalls of this
product have been made. In 1997, as a result of E. coli
0157:H7 problems in the USA, the use of food irradiation
brought the debate into the public domain. It has been
shown that a relatively low irradiation dose such as 1.5
kQy is sufficient to give a 4 log reduction in the numbers
of E. coli 0157:H7 at 5 °C (13).

There are many factors influencing the resistance of
bacteria to irradiation. A few of these are the genus and
species (or in some cases serotype), growth phase (log or
stationary phase vegetative cell, spore), irradiation
temperature, water content, presence of salt, oxygen,
and atmospheric pressure. It was found that the radiation
resistances of Bacillus cereus, E. coli 0157:H7, Listeria
monocytogenes, and  Salmonella  Typhimurium
significantly increased when the irradiation temperature
decreased. These effects can be described by predictive
equations relating both radiation dose and temperature.
In addition, secondary factors, such as the growth
medium upon which the surviving bacteria are
enumerated, may greatly influence the results obtained
(14).

E. coli 0157:H7 and total coliforms were twice as
sensitive to the irradiation process when compared with
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E. coli type 1 in the present study. D,, values for each
group were calculated as 0.245 kGy, 0.552 kGy and
0.293 kQGy for E. coli 0157:H7, E. coli type 1 and total
coliforms, respectively (Table 2). In another study, the
D, value for E. coli 0157:H7 was calculated as 0.30 kGy
(mean of 5 strains) at 5 °C and it was determined that the
meat type did not affect the D,,value (14).

One log of viable E. coli 0157:H7 in chicken meat was
eliminated by doses of 0.27 kGy at 5 °C (15). It was
found that the D, values of E. coli 0157:H7 ranged from
0.21 to 0.307 kGy (6). In a similar study the D, value of
E. coli 0157:H7 at 4 °C was 0.39 KGy (15). It was
reported that a relatively low irradiation dose of 1.5 kGy
was sufficient to induce a 4-log reduction in the numbers
of E. coli0157:H7 at 5 °C (13). Therefore, the radiation
dose was required to reduce the population of the
microorganisms 10-fold with the increase in irradiation
dose. E. coli type 1 was twice as resistant to death as E.
coli 0157:H7.

For many microorganisms, the logarithmic phase of
the growth curve can be represented as an exponential
function. Most microbiological data are not expressed as
the In cfu/ml, but are expressed as the log,, cfu/ml. A
similar plot of the log,, of cfu/ml vs. time can also be



used, giving a slightly different formula as t; =
log(2)/slope = 0.301/p. Mathematically, the difference
between the growth and death rates is a matter of sign.
Consequently, the exponential growth function can be
converted to the death function as t, = 0.301/p (16,17)

Linear regression analysis was carried out to obtain
the specific death rate for E. coli type 1 and E. coli
0157:H7. Increasing values of specific death rate were
observed with increases in irradiation doses. The negative
slope of each regression equation obtained from the
death curves was named the specific death rate (U’
Hiragiation @Nd H'gioraqe)- Table 2 shows the evaluation of
specific death rates according to irradiation dose. The
specific death rates of total coliforms, E. coli type 1, and
E. coli 0157:H7 were calculated as ', = -3.4220, |, =
-1.8114 and p,’ = -4.0723, respectively. It is important
to note that p,’ values reflect the death process of an
exponentially decreasing population.

The numbers of all the tested bacteria irradiated by
different doses and stored for up to 30 days at —18 °C in

References

1. Mariani-Kurkdjian, P. Bingen, E.: Escherichia coli 0157:H7, an
emerging pathogen. Presse Medicale., 1999; 28: 2067-2074.

2. Noveir, M.R., Halkman, A.K.: A study on selective broths and agar
media for the isolation of E. coli 0157:H7 serotype. Turk. J. Vet.
Anim. Sci., 2000; 24: 459-464.

3. Morrison, D.M., Tyrrell, D.L.J., Jewell, L.D.: Colonic biopsy in
verotoxin-induced hemorrhagic colitis and thrombotic
thrombocytopenic purpura (TTP). Am. J. Clin. Pathol., 1986; 86:
108-112.

4. Ryan, C.A., Tauxe, R.V., Hosek, G.W., Wells, J.G., Stoesz, P.A,,
McFadden, H.W., Smith, P.W., Wright, G.F., Blake, P.A.:
Escherichia coli 0157:H7 diarrhea in a nursing home: clinical,
epidemiological, and pathological findings. J. Infect. Dis., 1986;
154: 631-638.

5.  Vernozy-Rozand, C., Ray-Gueniot, S., Ragot, C., Bavai, C.,
Montet, M.P., Bouvet, J., Richard, Y.: Prevalence of Escherichia
coli 0157:H7 in industrial minced beef. Lett. Appl. Microbiol.,
2002; 35: 7-11.

6.  Clavero, M.R., Monk, J.D. Beuchat, L.R., Doyle, M.P., Bracket,
R.E.: Inactivation of Escherichia coli 0157:H7, Salmonella,
Campylobacter jejuni in raw ground beef by gamma irradiation.
Appl. Environ. Microbiol., 1994; 60: 2069-2075.

7.  Cabalar, M., Boynukara, B., Gulhan, T., Ekin, H.: Prevalence of
rotavirus, Escherichia coli K99, and 0157:H7 in healthy dairy
cattle herds in Van, Turkey. Turk. J. Vet. Anim. Sci., 2001; 25:
191-196.

H. B. DOGAN HALKMAN

minced beef samples did not vary statistically. Several
studies on unirradiated minced beef reported that the E.
coli 0157 serotype is resistant to frozen storage
conditions (18,19). Our results showed that irradiation
has no negative effect on those bacteria during frozen
storage.

In conclusion, during the irradiation process, if E. coli
type 1 can be reduced to acceptable levels, the 0157:H7
serotype of E. coli will similarly be reduced to a more
acceptable level due to its lower D,, value. Hence, the
more easily and more quickly determined E. coli type 1
may serve as an irradiation indicator for E. coli 0157:H7.
Storage at —18 °C does not affect the viability of the
microorganisms when compared to the direct effect of
irradiation. Furthermore, probability modelling of death
and survival is an important way to achieve a better
understanding of how to deal with the complexity of
subsequent processing, including irradiation treatment
and storage.

8.  Walls, ., Scott, V.N.: Validation of predictive mathematical models
describing growth of Staphylococcus aureus. J. Food Prot., 1996;
59: 11-15.

9.  Buchanan, R.L., Bagi, L.K.: Effect of water activity and
humectants identity on the growth Kinetics of Escherichia coli
0157:H7. Food Microbiol., 1996; 14: 413-423.

10. Farkas, J.: Physical Methods of Food Microbiology. In: Doyle,
M.P., Beuchat, L.R., Montville, T.J. Eds. Food Microbiology
Fundamentals and Frontiers. American Society for Microbiology,
Washington D.C. 1997; 497-519.

11. Lacroix, M., Quattara, B.: Combined industrial process with
irradiation to assure inequity and preservation of food products—
a review. Food Res. Int., 2000; 33: 719-724.

12. Hitchins, A.D., Feng, P., Watkins, W.D., Rippey, S.R., Chandler,
L.A.: Escherichia coli and the Coliform Bacteria. Bacteriological
Analytical Manual. 8" edn. Revision A. AQAC International,
Gaithersburg, MD, USA, 2000; 4.01-4.29.

13. Satin, M.: Use of irradiation for microbial decontamination of
meat: situation and perspectives. Meat Sci., 2002; 62: 277-283.

14.  Thayer, D.W., Boyd, G.: Comparative studies of the effects of the
suspending meat and irradiation temperature on the radiation
sensitivity of food-borne pathogens. Radiat. Phys. Chem., 1996;
48: 369-370.

15.  Thayer D.W., Boyd, G.: Elimination of E. coli 0157:H7 in meats
by gamma irradiation Appl. Environ. Microbiol., 1993; 59:
1030-1034.

919



Death Kinetics of E. coli 0157:H7, E. coli and Natural Contaminant Coliforms in Minced Beef During Irradiation Treatment and Storage

920

Bachrouri, M., Quinto, E.J., Mora, M.T.: Survival of Escherichia
coli0157:H7 during storage of yogurt at different temperatures.
J. Food Sci., 2002; 67: 1899-1903.

Panikov, S.N.: Microbial Growth Kinetics. Chapman & Hall,
London. UK. 1995.

18.

19.

Sage, J.R., Ingham, S.C.: Survival of Escherichia coli 0157:H7
after freezing and thawing in ground beef patties. J. Food
Protect., 1998; 61: 1181-1183.

Ansay, S.E., Darling, K.A., Kaspar, C.W.: Survival of Escherichia
coli 0157:H7 in ground-beef patties during storage at 2, -2, 15
and then -2, and -20 °C. J. Food Protect., 1999; 62: 1243-1247.



