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We investigated an outbreak of non-O157 Shiga toxin—
producing Escherichia coli at a high school in Minnesota,
USA, in November 2010. Consuming undercooked venison
and not washing hands after handling raw venison were
associated with illness. E. coli O103:H2 and non-Shiga
toxin—producing E. coli O145:NM were isolated from ill
students and venison.

on-O157 Shiga toxin—producing Escherichia coli

(STEC) are emerging pathogens (/,2) but are
underrecognized because relatively few clinical laboratories
routinely use culture-independent testing methods necessary
for their identification (3,4). Ruminants (e.g., cattle, goats)
can be colonized by non-O157 STEC and are reservoirs
of these organisms. Non-O157 STEC outbreaks have been
associated with contaminated food and recreational water
and with direct contact with infected animals or humans
(2,4,5). However, much is still unknown about sources and
risk factors for non-O157 STEC infection.

The Study

On December 1, 2010, the Minnesota Department of
Health (MDH) was notified that 2 students from the same
high school were hospitalized with bloody diarrhea. As part
of a physical education/environmental science class, 7 white-
tailed deer (Odocoileus virginianus) had been processed on
school grounds on November 16, and venison kabobs were
grilled and consumed in class on November 23.

MDH and Minnesota Department of Agriculture
(MDA) staff interviewed the course instructor and the
butcher who processed the deer. The school provided
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names and contact information for students enrolled in the
class. A case—control study was conducted; students were
interviewed about illness, food consumption, and venison
handling in class. A case-patient was defined as a class
enrollee in whom diarrhea (>3 loose stools in 24 hours)
developed after November 16 and lasted >3 days. Diarrhea
duration was included in the case definition to exclude
possible background norovirus infections.

Stool specimens from 6 students were submitted
to MDH. Specimens were tested for E. coli O157 and
Salmonella, Shigella, Yersinia, and Campylobacter spp.
by culture and for norovirus genogroups I and II by PCR.
Non-O157 STEC testing was conducted by using sweep
PCR for Shiga toxin genes (stx/ and stx2), hlyA, and eaeA
(6) and by culture using immunomagnetic separation.

If Shiga toxin genes were detected by sweep PCR but
not in isolated colonies, Aly4- and eaeA-positive colonies
were serotyped. Leftover raw venison was tested at MDA for
STEC by PCR for stx/, stx2, and uid4; by immunomagnetic
separation for STEC O103; and by O145 isolation (7). SAS
software version 9.2 (SAS Institute, Cary, NC, USA) was
used for analyses. p <0.05 was considered significant.

Of 225 students from 5 class periods, 117 (52%)
were interviewed. Twenty-nine case-patients (25%)
were identified. Twenty additional students reported
gastrointestinal symptoms that did not meet the case
definition and were excluded from analysis. Twenty (69%)
case-patients were male. Median incubation from the
November 23 class date for 28 case-patients with illness
onset after that class was 53.5 hours (range 22—121 hours)
(Figure 1). All 29 case-patients reported diarrhea, 21 (72%)
reported cramps, 5 (17%) vomiting, 5 (17%) bloody stools,
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Figure 1. Non-O157 Shiga toxin—producing Escherichia coli
infections associated with venison among students in a high school
class, by illness onset date, November 2010, Minnesota, USA. The
case-patient with illness onset on November 22 reported 1 instance
of vomiting on that date, followed by a distinct onset of diarrhea on
November 24, which suggests that the case-patient may have been
co-infected with norovirus and non-O157 Shiga toxin—producing E.
coli.
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DISPATCHES

Table 1. Analysis of non-O157 pathogenic Escherichia coli from 6 high school students, Minnesota, USA, November 2010*

Case-patient stx1 sweep stx1 isolated E. coli E. coli Norovirus
no. PCR colony hlyA eaeA 0103:H2 0145:NM genogroup I
1 + + + + + - —

2 + + + + + - -

3 — — + + — + —

4t + - + + - + +

5% + - + - - -

68§ + - - - - - -

*+, positive; —, negative.

1100 colonies tested; none were stx1 positive, and 5 were hlyA and eaeA positive.

1122 colonies tested; none were stx1 positive.

§Positive enzyme immunoassay results for Shiga toxin at clinical laboratory; stx1 positive by PCR of submitted broth. Submitted broth failed to grow E.

coli colonies.

and 2 (7%) fever. Median duration of illness was 5 days
(range 4-12 days). Two case-patients were hospitalized
for 2 and 3 days, respectively. No case-patients showed
development of hemolytic uremic syndrome and none died.

All 6 stool samples were negative for s&x2, E. coli
0157, Salmonella, Shigella, Yersinia, and Campylobacter
spp. Five samples were positive for stx/, 5 for hlyA, and 4
for eaed by sweep PCR (Table 1). Two of these samples
did not yield additional findings. An stx/-positive E.
coli O103:H2 was isolated from 2 samples (from the 2
hospitalized students). Both E. coli O103:H2 isolates
were indistinguishable by pulsed-field gel electrophoresis
(PFGE) (Figure 2). In another sample that was stx/ positive
by sweep PCR, stx/ was not identified in isolated colonies,
but serotyping of #hlyA- and eaeA-positive colonies
identified E. coli O145:NM (Table 1). A sixth sample
was negative for stx/ and stx2 by sweep PCR but positive
for hlyA and eaed; serotyping of hlyA- and eaeA-positive
colonies identified E. coli O145:NM (Table 1). Both E. coli
0145:NM isolates were indistinguishable by PFGE (Figure
2). One of the samples that yielded E. coli O145:NM was
also positive for norovirus genogroup II.

Six deer were shot and field dressed during November
12-14. A seventh deer was obtained after being hit by a
vehicle. Students brought the deer to the school where they
were stored in a shed packed in ice. On November 16, a
butcher processed each deer by using tools that had never
been used to butcher domestic ruminants. Tables, cutting
boards, and tools were reportedly cleaned with a 10%
bleach solution. Venison was wrapped in plastic, covered
in ice, and stored overnight in the shed.

On November 17, students cut selected pieces of
meat into cubes, which was wrapped in butcher paper and
frozen. Remaining large cuts were returned to students who
had provided deer. Students could have received venison
from any of the 7 deer. On November 22, the venison was
thawed and marinated in 5-gallon buckets. On November
23, several students used wooden bamboo skewers to
assemble venison kabobs. The kabobs were grilled by
several students on a gas grill for consumption during each
class period. Students were instructed to wear gloves and
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wash their hands after handling raw venison on November
17,22, and 23.

In the case—control study, consuming undercooked
or pink venison was associated with illness (Table 2).
Among students who handled raw venison or helped clean
up on November 23, students who reported handwashing
afterwards were less likely to become ill. Numerous students
reported instances of potential cross-contamination or

5 6 7 8
| | |

E. coli O145:NM

E. coli0103:H2

Figure 2. Xbal pulsed-field gel electrophoresis patterns of
pathogenic Escherichia coli from humans and venison, Minnesota,
USA, November 2010. Lanes 2, 4, 6, and 8, isolates from venison.
Lanes 1, 3, 5, and 7, isolates from human case-patients.
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Table 2. Risk factors for infection with non-O157 Shiga toxin—producing Escherichia coli for high school students, Minnesota, USA,

November, 2010

Risk factor

No. positive patients/total (%)

No. positive patients/total (%) Odds ratio (95% CI)

Consumption of undercooked venison 11/26 (42) 11/60 (18) 3.27 (1.18-9.03)
Handwashing* 5/9 (56) 15/16 (94) 0.08 (0.01-0.93)
Wearing glovest 18/22 (81) 54/56 (96) 0.15 (0.03-0.94)

*Among 25 students who had contact with raw venison or helped clean up on November 23.
TAmong 78 students who had contact with raw venison during the class on November 17.

other food handling errors, including using the same plate
for raw and cooked venison, using the same tongs to handle
raw and cooked venison, and not washing hands after bare-
hand contact with raw venison.

Venison butchered at the school and collected from
2 households was positive for E. coli O103:H2, which
was indistinguishable from the isolates from the 2 case-
patients by PFGE. One sample of venison butchered at
the school was positive for E. coli O145:NM and was
indistinguishable from the isolates from the 2 case-
patients by PFGE (Figure 2).

Conclusions

This outbreak of non-O157 STEC was associated with
handling and consumption of venison from wild white-
tailed deer in a high school class. Venison butchered at
the school was positive for the outbreak PFGE subtype of
STEC O103:H2 and non-Shiga toxin—producing (stx—) E.
coli O145:NM.

The role of stx— E. coli O145:NM is unknown.
Although E. coli O145:NM strains isolated from patients
3 and 4 and venison were stx—, other virulence factors,
clinical illness, and an enterohemorrhagic E. coli serotype
suggest a potentially pathogenic strain. Human infections
with stx— E. coli serotypes may cause bloody diarrhea and
hemolytic uremic syndrome (8). Further characterization of
virulence determinants and phylogeny of these strains may
shed light on their pathogenicity.

Multiple potential routes of transmission from venison
to case-patients were identified, included consumption
of venison and cross-contamination from raw to cooked
venison. Handwashing after touching raw venison or
contaminated surfaces was protective. Interviews with
the butcher ruled out cross-contamination from domestic
ruminants to venison during butchering. Therefore, we
conclude that >1 deer were colonized with non-O157
STEC.

A study of white-tailed deer feces in Minnesota and
Wisconsin found non-O157 STEC in 5% of samples (9).
Studies have found non-O157 STEC contamination of deer
meat ranging from 7.5% of roe deer meat in Germany to
22% of fallow deer meat in Belgium (5). Prevalence rates
of E. coli O157 in deer have ranged from 0.25% to 2.4%
(10-12). Previous outbreak investigations and case reports
have linked E. coli O157 infections to deer (/3—15). This
outbreak indicates that white-tailed deer are a source of
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human non-O157 STEC infections. Venison should be
handled and cooked with the same caution recommended
for other meats.

Acknowledgments

We thank the Public Health Laboratory staff and Foodborne
Disease Unit staff at the Minnesota Department of Health;
and Laboratory Services Division staff and Dairy, Food, and
Meat Inspection Division staff at the Minnesota Department of
Agriculture for assistance during this study.

This study was supported in part through cooperative
agreements with the Centers for Disease Control and Prevention
Emerging Infections Program, Foodborne Diseases Active
Surveillance Network (FoodNet) (U50/CCU511190-10) and
the Centers for Disease Control and Prevention Epidemiology
and Laboratory Capacity for Infectious Diseases Program (U50/
CCUS519683-04-4).

Mr Rounds is an epidemiologist with the Minnesota
Department of Health. His research interests include improving
foodborne disease outbreak investigations and disease control
efforts.

References

1. Scallan E, Hoekstra R, Angulo FJ, Tauxe RV, Widdowson MA, Roy
SL, et al. Foodborne illness acquired in the United States—major
pathogens. Emerg Infect Dis. 2011;17:7-15.

2. Brooks JT, Sowers EG, Wells JG, Greene KD, Griffin PM,
Hoekstra RM, et al. Non-O157 Shiga toxin—producing Escherichia
coli infections in the United States, 1983-2002. Clin Infect Dis.
2004;38:190-8. http://dx.doi.org/10.1086/380634

3. Hoefer D, Hurd S, Medus C, Cronquist A, Hanna S, Hatch J, et al.
Laboratory practices for the identification of Shiga toxin—producing
Escherichia coli in the United States, FoodNet Sites, 2007.
Foodborne Pathog Dis. 2011;8:555-60. http://dx.doi.org/10.1089/
fpd.2010.0764

4. Kaspar C, Doyle ME, Archer J. White paper on non-O157:H7
Shiga—toxin producing E. coli from meat and non-meat sources
[cited 2011 Oct 24]. http:/fri.wisc.edu/docs/pdf/FRI Brief
NonO157STEC_4_10.pdf

5. Miko A, Pries K, Haby S, Steege K, Albrecht N, Krause G, et al.
Assessment of Shiga toxin—producing Escherichia coli isolates
from wildlife meat as potential pathogens for humans. Appl
Environ Microbiol. 2009;75:6462—70. http://dx.doi.org/10.1128/
AEM.00904-09

6. Hedican EB, Medus C, Besser JM, Juni BA, Koziol B, Taylor C, et
al. Characteristics of O157 versus non-O157 Shiga toxin—producing
Escherichia coli infections in Minnesota, 2000-2006. Clin Infect
Dis. 2009;49:358—64. http://dx.doi.org/10.1086/600302

281



DISPATCHES

7. Feng P, Weagant SD. Diarrheagenic Escherichia coli. Chapter  12. FischerJR, Zhao T, Doyle MP, Goldberg MR, Brown CA, Sewell CT,
4A. In: Bacteriological analytical manual. 8th ed. Rockville et al. Experimental and field studies of Escherichia coli O157:H7 in
(MD): US Department of Health and Human Services, Food white-tailed deer. Appl Environ Microbiol. 2001;67:1218-24. http://
and Drug Administration; 1998 [cited 2011 Oct 24]. http:/ dx.doi.org/10.1128/AEM.67.3.1218-1224.2001
www.fda.gov/Food/ScienceResearch/LaboratoryMethods/ 13. Cody SH, Glynn MK, Farrar JA, Cairns KL, Griffin PM,
Bacteriological AnalyticalManualBAM/ucm070080.htm Kobayashi J, et al. An outbreak Escherichia coli O157:H7 infection

8. Bielaszewska M, Middendorf B, Kock R, Friedrich AW, Fruth from unpasteurized commercial apple juice. Ann Intern Med.

A, Karch H, et al. Shiga toxin—negative attaching and effacing 1999;130:202-9.
Escherichia coli: distinct clinical associations with bacterial  14. Keene WE, Sazie E, Kik J, Rice DH, Hancock DD, Balan VK, et al.
phylogeny and virulence traits and inferred in-host pathogen An outbreak of Escherichia coli O157:H7 infections traced to jerky
evolution. Clin Infect Dis. 2008;47:208-17. http://dx.doi. made from deer meat. JAMA. 1997;277:1229-31. http://dx.doi.
org/10.1086/589245 org/10.1001/jama.1997.03540390059036

9. Ishii S, Meyer KP, Sadowsky MJ. Relationship between 15. Rabatsky-Ehr T, Dingman D, Marcus R, Howard R, Kinney A,
phylogenetic groups, genotypic clusters, and virulence gene Mshar P. Deer meat as the source for a sporadic case of Escherichia
profiles of Escherichia coli strains from diverse human and animal coli O157:H7 infection, Connecticut. Emerg Infect Dis. 2002;8:
sources. Appl Environ Microbiol. 2007;73:5703—10. http://dx.doi. 525-17.
org/10.1128/AEM.00275-07

10. gen}ter D}?7 Sar[ge(e)nlltsil\l/{i;{.yg;stonn SE, I—fioffrpan I\'IH%’ Glliles});;/il({li Address for correspondence: Joshua M. Rounds, Minnesota Department

scherichia coli :H7 in free-ranging deer in Nebraska. i . o
Dis. 2001:37:755-60. of Health, PO Box 64975, St. Paul, MN 55164, USA; email: joshua.

11. Dunn JR, Keen JE, Moreland D, Thompson A. Prevalence of rounds@state.mn.us
Escherichia coli O157:H7 in white-tailed deer from Louisiana. J
Wildl Dis. 2004;40:361-5.

d id
www.cdc.gov/ el
L] [ ]
To subscribe online:
@ . http://wwwnc.cdc.gov/eid/subscribe.htm
-
[ Subscribe to print version
.= 5N [ ] Unsubscribe from print version
Email: =S [ ] Update mailing address
—

eidediror@dc.gov
Fax:

Name:

Number on mailing label:

404-639-1954
Mail:

(DC/MS Del

1600 Clifton Rd NE
Atlanta, GA 30333
USA

Full mailing address: (BLOCK LETTERS)

282

Emerging Infectious Diseases *« www.cdc.gov/eid ¢ Vol. 18, No. 2, February 2012



