APPLIED AND ENVIRONMENTAL MICROBIOLOGY, Oct. 1984, p. 855-856

0099-2240/84/100855-02$02.00/0
Copyright © 1984, American Society for Microbiology

Vol. 48, No. 4

NOTES

Survival and Growth Characteristics of Escherichia coli Associated
with Hemorrhagic Colitis

MICHAEL P. DOYLE* anD JEAN L. SCHOENI
The Food Research Institute, University of Wisconsin—Madison, Madison, Wisconsin 53706

Received 30 April 1984/Accepted 10 July 1984

Escherichia coli O157:H7 in ground beef was more sensitive to heat than salmonellae, but survived for 9
months at —20°C with little change in number. The organisms grew well in Trypticase soy broth (BBL
Microbiology Systems) between 30 and 42°C, with 37°C being optimal for growth. E. coli 0157:H7 grew poorly
in the temperature range (44 to 45.5°C) generally used for recovery of E. coli from foods.

Escherichia coli O157:H7 has recently been associated
with three outbreaks of hemorrhagic colitis (5, 7, 8) and has
been linked to cases of hemolytic uremic syndrome (6).
Epidemiological data of two outbreaks implicated ground
beef sandwiches as the vehicle of transmission (7), and E.
coli O157:H7 has been isolated from a ground beef patty (7,
10). The purpose of this study was to determine the survival
characteristics of the organism in heated and frozen ground
beef and its growth response in culture medium at different
temperatures.

Survival studies were done in ground beef. To determine
rates of thermal inactivation, E. coli O157:H7 (strain no.
932; obtained from G. K. Morris, Centers for Disease
Control, Atlanta, Ga.) was grown to late stationary phase in
Trypticase soy broth (BBL Microbiology Systems, Cock-
eysville, Md.) agitated at 100 gyrations per min at 37°C. Cells
were washed, suspended in 0.01 M phosphate-buffered sa-
line (pH 7.5), and inoculated into aseptically prepared ground
beef (17 to 20% fat content; aerobic plate count, =<10*
CFU/g). Coarsely ground (11/16-in. [ca. 1.74-cm] plate)
ground beef was inoculated by adding (dropwise) 1 ml of
bacterial culture (ca. 10° CFU/ml) to 100 g of meat slowly
mixing in a mixer (Hobart Manufacturing Co., Troy, Ohio).
After mixing, the meat was put through a 1/8-in. (ca.
0.32-cm) plate (Hobart no. 12 grinder) to assure uniform
distribution of the inoculum. Portions (1.0 g) of meat were
lightly packed into each of 24 Pyrex test tubes (10 by 75 mm)
capped with rubber stoppers. Temperature was monitored
by thermocouples placed in the center of selected meat
samples. All tubes were submerged in a water bath preadjus-
ted to the appropriate temperature. Once the meat reached
the desired temperature, two tubes were immediately re-
moved and cooled in water (ca. 5°C). The number of E. coli
surviving in these samples was the number present at zero
time. Duplicate samples were taken at appropriate intervals
and enumerated for E. coli.

Surviving E. coli were determined by serially diluting
(1:10) meat in 0.1% peptone and plating 1.0-ml portions on 5
ml of Trypticase soy agar (BBL). These plates were held at
37°C for 1.5 h and then capped with 10 ml of MacConkey
agar and incubated at 37°C for 24 h. Colonies typical of E.
coli were counted, and isolates from plates were randomly
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selected and serologically confirmed as E. coli O157:H7.
Duplicate tests were done for each temperature treatment,
and an average of these results is reported as the D value.

When different organisms were heated in ground beef at
comparable temperatures and under similar experimental
conditions, D values were less for E. coli O157:H7 (Table 1)
than for salmonellae (4). For example, the D values at 62.8°C
for E. coli O157:H7 and Salmonella spp. were 24 and 36 to
42 s, respectively. Thus, at the same temperature, less time
is needed to inactivate E. coli O157:H7 than the same
number of salmonellae.

Ground beef patties are often stored frozen before use,
therefore, a study was done to determine the stability of E.
coli O157:H7 in ground beef patties held at —20°C for
several months. Ground beef was inoculated with E. coli
0157:H7 (ca. 10* CFU/g) according to the procedure de-
scribed above, formed into 45-g patties with a Hollymatic
200 patty molding machine (Holly Systems Inc., Boca Ra-
ton, Fla.), held at —80°C for 30 min, and stored at —20°C
until sampled. Three to five patties were sampled on day 0
and at 3-month intervals and enumerated for E. coli 0157:H7.
Each patty (still frozen) was placed into 405 ml of 0.1%
peptone (5°C) and blended in a Waring blender for 2 min.
The number of surviving E. coli O157:H7 was determined
according to the procedure described above, and an average
of the results is reported.

Results indicate there was little change in the number of E.
coli O157:H7 from the day patties were inoculated to 9
months of storage (Table 2). Thus, it appears the organism
survives well in ground beef during frozen storage.

TABLE 1. Thermal inactivation times of E. coli 0157:H7 in
ground beef*”

'I;Egl)p D value (s)
54.4 2,390
57.2 270
58.9 70
60 45
62.8 24
64.3 9.6

@ z value is 4.1°C.
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TABLE 2. Survival of E. coli 0157:H7 in ground beef patties
held at —20°C

Time after No. of E. coli
inoculation 0157:H7 per g
(months) (=xSD)
04 6,700 *= 3,800
3 3,700 * 2,300
6 6,600 + 1,700
9 6,200 = 1,700

¢ Patties were assayed after 30 min at —80°C plus 2 h at —20°C.

TABLE 3. Growth of E. coli O157:H7 in Trypticase soy broth at
different temperatures

Temp Generation time
(§(®) (h)
4 NG*
10 NG
25 1.46
30 0.58
37 0.49
40 0.57
42 0.64
44 1.08%
44.5 1.26°
45 1.21%
45.5 NG

“ NG, No growth.
b Less than a 0.5 log,o increase between 8 and 24 h after inoculation;
maximum population reached was ca. 10° CFU/ml.

In developing an enrichment procedure to detect E. coli
0157:H7 in food specimens, it is important to identify the
growth response of the organism at different temperatures.
Generation times were determined by culturing the organism
in Trypticase soy broth (50 ml in a 250-ml Erlenmeyer flask)
with agitation (100 gyrations per min) and sampling at
appropriate intervals. Cultures were diluted in phosphate-
buffered saline and plated on Trypticase soy agar and
colonies were counted after 24 h at 37°C.

The most rapid growth occurred at 37°C, although prolific
growth also occurred within 24 h when cultures were held at
30 to 42°C (Table 3). Growth was slower at 44 to 45°C, and
after a population of ca. 10° CFU/ml was reached (at 8 h after
inoculation from an initial inoculum of ca. 10° CFU/ml),
there was less than a 0.5 log; increase thereafter (up to 48
h). The organism did not grow within 48 h at 4, 10, or 45.5°C.
The inability of E. coli O157:H7 to grow well at 44 to 45.5°C
is a significant observation because most procedures used to
detect fecal coliforms and subsequently E. coli in foods use
incubation temperatures in this range (2, 3, 9). This indicates
that traditional detection procedures for E. coli in foods
would not detect E. coli O157:H7; therefore, an alternate
procedure is needed.

A rapid fluorogenic assay with the compound 4-methylum-
belliferone glucuronide (MUG) as an indicator has been
developed for E. coli (1). MUG is hydrolyzed by glucuron-
idase, an enzyme present in most E. coli strains, to yield a
fluorogenic product. We tested five strains of E. coli 0157:H7
(strain no. 932, CL8, CL40, 40917, and 10547) and three
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strains of Vero cytotoxin-producing E. coli isolated from
children with hemolytic uremic syndrome (strain no. CLS
[serotype 026:K60:H11], CL15 [serotype O113:K75:H21],
and CL37 [serotype O111:K58:H8]; 6) by the MUG assay.
Only strain CL15 produced a fluorescent medium, indicating
that seven of the eight strains were negative by the MUG
assay.

Results indicate that E. coli O157:H7 is in some aspects
different from most other E. coli strains. Not only does the
organism grow poorly, if at all, at temperatures (44 to
45.5°C) often used to detect E. coli in foods, but also E. coli
0157:H7 is not detected by the MUG assay, which is gaining
popularity as a rapid test for E. coli. Additionally, most E.
coli strains ferment sorbitol within 24 h; however, E. coli
0157:H7 does not (5, 10). Fortunately, the organism has no
unusual heat resistance, as it is more sensitive to heat than
salmonellae; however, E. coli 0157:H7 can survive in ground
beef at —20°C for several months without a major change in
numbers.

We thank J. R. Archer, Wisconsin State Laboratory of Hygiene,
Madison, Wis.; M. A. Karmali, Hospital for Sick Children, Toronto,
Ontario; and G. K. Morris, Centers for Disease Control, Atlanta,
Ga., for providing bacterial cultures used in this study.

This work was supported by the College of Agricultural and Life
Sciences, University of Wisconsin—Madison, and by contributions
to the Food Research Institute.

LITERATURE CITED

1. Feng, P.C. S., and P. A. Hartman. 1982. Fluorogenic assays for
immediate confirmation of Escherichia coli. Appl. Environ.
Microbiol. 43:1320-1329.

2. Fishbein, M., 1. J. Mehlman, L. Chugg, and J. C. Olson, Jr.
1976. Coliforms, fecal coliforms, E. coli and enteropathogenic
E. coli, p. 277-300. In M. L. Speck (ed.), Compendium of
methods for the microbiological examination of foods. Ameri-
can Public Health Association, Washington, D.C.

3. Food and Drug Administration. 1978. Bacteriological analytical
manual, 5th ed. Association of Official Analytical Chemists,
Washington, D.C.

4. Goodfellow, S. J., and W. L. Brown. 1978. Fate of Salmonella
inoculated into beef for cooking. J. Food Prot. 41:598-605.

5. Johnson, W. M., H. Lior, and G. S. Bezanson. 1983. Cytotoxic
Escherichia coli O157:H7 associated with haemorrhagic colitis
in Canada. Lancet i:76.

6. Karmali, M. A., M. Petric, B. T. Steele, and C. Lim. 1983.
Sporadic cases of haemolytic-uraemic syndrome associated
with faecal cytotoxin and cytotoxin-producing Escherichia coli
in stools. Lancet i:619-620.

7. Riley, L. W., R. S. Remis, S. D. Helgerson, H. B. McGee, J. G.
Wells, B. R. Davis, R. J. Hebert, E. S. Olcott, L. M. Johnson,
N. T. Hargett, P. A. Blake, and M. L. Cohen. 1983. Hemorrhagic
colitis associated with a rare Escherichia coli serotype. N. Engl.
J. Med. 308:681-685S.

8. Stewart, P. J., W. Desormeaux, and J. Chéné. 1983. Hemor-
rhagic colitis in a home for the aged—Ontario. Can. Dis. Weekly
Rep. 9(8):29-32.

9. Weiss, K. F., N. Chopra, P. Stotland, G. W. Riedel, and S.
Malcolm. 1983. Recovery of fecal coliforms and of Escherichia
coli at 44.5, 45.0 and 45.5°C. J. Food Prot. 46:172-177.

10. Wells, J. G., B. R. Davis, I. K. Wachsmuth, L. W. Riley, R. S.
Remis, R. Sokolow, and G. K. Morris. 1983. Laboratory inves-
tigation of hemorrhagic colitis outbreaks associated with a rare
Escherichia coli serotype. J. Clin. Microbiol. 18:512-520.

1senb Ag 020z ‘gz 41290100 uo /610 wse wae//:dny woly papeojumod


http://aem.asm.org/

