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Introduction 

Escherichia coli is a normal inhabitant of the gas
trointestinal (GI) tract of warm blooded animals, and 
most E. coli strains are harmless. However, gram-nega
tive bacteria can release lipopolysaccharide complexes 
from their cell walls (including lipid A) when they lyse.14 

These endotoxins can cause fever, and even death, but 
only if the bacterium migrates from the gut to the blood. 
Some strains of E. coli produce an enterotoxin that re
sembles cholera toxin, and this protein causes acute 
diarrhea even if the bacterium never crosses the intes
tinal epithelium.17 

In 1982, an E. coli strain designated as O157:H7 
was isolated from the bloody feces of people that had 
consumed contaminated hamburgers, and these strains 
produced toxins that could diffuse into intestinal 
cells.14•20 Genetic analyses of E. coli O157:H7 indicated 
that it carried two toxin genes that were homologous to 
the ones borne by Shigella. 17 E.coli O157:H7 has a pow
erful hemolysin and an intestinal adherence factor 
known as Intimin.17 Humans that are infected with E. 
coli O157:H7 become acutely ill, but mature cattle are 
asymptomatic carriers.1•
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Ground beef has been a common source of E. coli 
O157:H7 infection, but fruits and vegetables have also 
caused outbreaks and illness.1 Fruits and vegetables are 
often fertilized with cattle manure, and beef can be con
taminated with fresh manure at slaughter. Cattle have 
been suspected as being a primary source of E. coli 
O157:H7.9 However, it should be noted that other ani
mals and wildlife can carry this bacterium.1 Early work 
indicated that only small numbers of cattle carried E. 
coli O157:H7,9 but sensitive detection methods that used 
immunomagnetic beads indicate that as 30% to 50% of 
the cattle may be infected. 15,16 

Hancock and his colleagues examined the effect of 
diet on E. coli O 15 7 :H7, but detection methods were in
sensitive and dietary correlations were either weak or 
inconsistent.9•11 Recent work indicated that grain feed
ing, a practice common in the cattle industry, can alter 
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the physiology and survival of E.coli, but a brief period 
of hay feeding was able to counteract this potentially 
dangerous effect. 4 

Human Gastric Stomach as a Barrier to E. coli 

Food consumed by simple stomached animals is 
collected in the gastric stomach prior to intestinal di
gestion, and the low pH of this compartment is a bar
rier to some bacteria. 18 Stomach pH can be as high as 
6.0 if a large amount of food has just been ingested, but 
the mean pH is 2.0.26 Human gastric glands secrete ap
proximately 3 liters of gastric juice per day, and this 
juice has an HCl content of approximately 0.17 Nanda 
pH of approximately 0.9.8 Food remains in the stomach 
until "the acidity of the gastric content reaches a rela
tively high value". 27 Residence time of food in the stom
ach is clearly not a constant, but the typical half 
residence time is 1.5 hours. 26 

Extreme Acid Resistance of E. coli 

Poynter et al19 noted that significant numbers of 
E. coli survived HCl at pH 2.5, and other workers noted 
that the survival of E. coli was even greater if the cells 
were first habituated at pH 5.0.7 Escherichia coli cells 
that were grown in media containing carbohydrate were 
more acid-resistant than those grown without carbohy
drate,2 and recent work indicated that the effect of car
bohydrate was mediated via an increase in fermentation 
acid concentration.5 

The extreme acid resistance of E. coli was highly 
correlated with the concentration of undissociated vola
tile fatty acids in the growth medium, and this result 
indicated that pH itself was not the inducer.5 If the ex
tracellular pH was low, small amounts of fermentation 
acid could induce acid resistance, but extreme acid resis
tance was also observed at near neutral pH if the con
centration was sufficiently high. Escherichia coli produces 
acetate and lactate at low pH values, but these acids dif
fer greatly in their ability to induce extreme acid resis-
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tance. 5 When E. coli cultures were grown anaerobically 
in a medium containing sodium acetate at pH of 7.0, cell 
survival after acid shock was nearly 10%, but the sur
vival was only 0 .1 % if sodium lactate was added. Butyrate 
and propionate were nearly as effective as acetate in in
ducing extreme acid resistance, but formate and benzoate 
were 100- and 1000-fold less effective. 

The extreme acid resistance of E. coli is also 
strongly influenced by other growth conditions. E.coli 
grown aerobically require at least 10-fold less VFA to 
induce extreme acid resistance than those grown 
anaerobically under conditions that would mimic the 
GI tract. 5 E. coli is often cultured in media with an 
excess of amino acids, and amino acids can also en
hance the extreme acid resistance of E. coli. 13 These 
properties have confounded the extrapolation ofin vitro 
results to in vivo situations. 

E. coli O157:H7 grows better under acidic condi
tions than laboratory strains,3 but it has the same pat
tern and degree of extreme acid resistance as 
non-pathogenic strains isolated from cattle.4 

Effect of Grain Feeding on Acid Resistant E. coli 
in Cattle 

It has long been recognized that rapid grain fer
mentation can decrease rumen pH,25 but grain can also 
pass through the rumen to the colon and cause "hind 
gut" acidosis. 21 Cattle fed hay had VFA concentrations 
in the rumen and colon that were less than 70 and 30 
mM, respectively, but both compartments had a near 
neutral pH. When cattle were fed 90% grain, ruminal 
VFA concentrations increased from 70 to 85 mM, but 
this increase only caused a modest decline in ruminal 
pH. Grain-feeding had a much greater impact on co
lonic fermentation, VFAincreased 3-fold, and colonic pH 
decreased from 7.4 to 5.3. 

Cattle that were fed hay had approximately 109 

and 108 anaerobic bacteria per g in the rumen and co
lon, respectively, and E. coli counts were less than 105 

and 104 per g, respectively. When grain was added to 
the diet, the total anaerobic count of the rumen increased 
less than 1 log, but grain had a much greater impact on 
bacterial counts in the colon. The total anaerobic count 
increased 2.5 logs and the E. coli count was approxi
mately 3 logs higher. 

When cattle were fed hay, virtually all of the E. 
coli in colonic digesta were killed by an acid shock that 
mimicked gastric stomach of humans (pH 2.0, 1 h), but 
cattle fed 90% grain had large numbers of acid-resis
tant E. coli. 4 The survival of E. coli after acid shock (pH 
2.0, 1 h) was highly correlated with the undissociated 
VFA concentration of the colonic digesta. When the un
dissociated VFA concentration was 0.1 mM (hay diet), 
the survival was only 0.01 %, but the survival was ap-
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proximately 10% when the undissociated VFA concen
tration was greater than 10 mM (90% grain diet). 

When cattle were switched from 90% grain to hay, 
however, there was an almost immediate decrease in 
the total and acid-resistant E. coli count.4 After only 5 
days, acid-resistantE. coli were less than 10 viable cells 
per gram colonic digesta, and these results indicated 
that a diet shift from grain to hay might be another 
method of combating E.coli O157:H7. 

Criticisms and Controversy 

The idea that diet shifts might be a practical and 
effective method of combating E. coli in cattle was re
buffed by Hancock and his colleagues, 10 and a variety of 
hypothetical criticisms were widely distributed: (i) "E. 
coli that contaminate beef typically originated from the 
hide, hooves or the equipment used in slaughter and 
processing rather than directly from the colon," (ii) "the 
induced acid resistance of E. coli contaminating beef is 
likely to be unrelated to the pH of its ancestral colonic 
environment," (iii) "abrupt feed change immediately 
prior to slaughter could have unexpected deleterious 
effects," and (iv) "acid resistance induced by exposure 
to weak acid may not influence the virulence of this 
pathogen [E. coli O157:H7]." 

Hovde et al12 then examined the effect of a grain to 
hay diet shift on E. coli and E. coli O157:H7 in cattle. 
They observed a decrease in colonic pH (7.2 to 5.5) when 
cattle were switched from hay to grain. However, the 
reported difference in acid-resistant E. coli number was 
small ( < 1 log), and they indicated that diet would not 
affect the acid-resistance of E. coli O157:H7. Because 
cattle fed hay and administered with very large doses 
of E. coli O157:H7 (grown aerobically in Luria Broth) 
shed this bacterium longer than cattle fed grain, they 
concluded that that "feeding cattle hay may increase 
human infections with E.coli O157:H7." 

Corroborations and Confirmations 

Criticisms raised by Hancock et al1° were not 
readily supported by cited references,22•23 and it should 
be noted that other workers have provided corrobora
tion and confirmation of the idea that hay feeding is a 
mechanism of counteracting E. coli acid resistance and 
E. coli O157:H7 shedding. When Scott et al24 fed vari
ous grain sources to beef cattle, colonic pH values were 
greater than 6.4, but these diets were supplemented with 
limestone, a buffer that is known to increase colonic pH. 
Cattle fed large amounts of grain had only 1 log more 
colonicE. coli than cattle fed hay, but the cattle fed large 
amounts of grain had 2.63 logs more acid-resistant E. 
coli than cattle fed hay. When their cattle were switched 
from grain-based diets to hay for 7 days, acid-resistant 

55 

0 
"'O 
(D 

~ 

~ 
(") 
(D 
00 
00 

0.. ...... 
00 
,-+-
'"i 

~ 
~ ...... 
0 p 



E.coli decreased from 10,000 to 20 viable cells per gram 
in 7 days, and they concluded that "this study confirms 
Diez-Gonzalez4 report that feeding hay for a short du
ration can reduce acid-resistant E. coli populations." 

Keen et al15 recently studied the effect of a grain to 
hay diet shift on the prevalence of E. coli O157:H7 in 
cattle, and they used natural carriers rather than arti
ficially inoculated animals. When the beef cattle (n = 
200 animals) were fed rations rich in grain and 
immunomagnetic beads were used in the determination 
method, 53% of the animals were E. coli O157:H7 posi
tive. Fifty two percent of the cattle that were maintained 
on grain continued to shed E. coli O157:H7, but only 
18% of the cattle that were switched to hay were E.coli 
O157:H7 positive (P < 0.05). It should be noted that these 
estimates were not biased by in vitro cultural conditions, 
inoculum size or the ability of the laboratory inoculum 
to re-initiate growth in the colon. 

Keen et al6 recently surveyed E. coli O157:H7 or 
O157:non-motile (EHEC 0157) in feces and on hides 
within lots of cattle presented for slaughter at meat pro
cessing plants in the Midwestern United States and 
correlated these results with the frequency of carcass 
contamination. Because fecal and hide prevalence were 
significantly correlated with carcass contamination (p 
= 0.001), these authors concluded that there was indeed 
a need for the control of E. coli 0157 in live cattle. 

Cost of Hay versus Grain 

Keen et al15 noted that cattle on grain-based diets 
gained weight at a rate of 1 lb per day whereas cattle 
that were switched to hay lost weight at a rate of0.25 lb 
per day. Based on a body weight difference of 1.25 lb 
per day, total weight difference would have been 8. 7 5 lb 
after 7 days of hay feeding. If the live weight price 
were $0.62 per lb, the weight difference would have been 
equivalent to $5.42 per animal. Because cattle typically 
go to slaughter at 1200 lb, the overall cost would be 0. 7% 

Future Research Needs 

Hay feeding is one method for preventing colonic 
grain fermentation, but it might also be possible to de
crease acid-resistant E. coli by enhancing ruminal fer
mentation. Grain processing is already a common 
practice in the feed industry, and increases in total tract 
digestibility can completely off-set the cost of the pro
cessing. In some areas of the United States grain is 
stored as a high moisture fermented feed and this type 
of starch is also more ruminally digestible. 

"Grain-dependent increases" in acid-resistant E. 
coli were only observed if hay was deleted from the diet, 
and it is conceivable that hay could be having an im
pact on the colonic environment that is independent from 
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starch fermentation per se. Fiber can: (i) form a rumi
nal mat that entraps grain and reduces the rate of grain 
passage to the lower gut, (ii) act as a ruminal buffer to 
increase pH, and (iii) pull water and conceivably other 
buffers into the lower gut. If fiber is a key factor regu
lating the numbers of acid-resistant E. coli in cattle, it 
is conceivable that by-product feeds rich in fiber (e.g. 
soy and cotton seed hulls ) could be substituted for hay. 
These byproduct feeds can be handled like grain and 
would not create the feeding problems that hay would. 

The observation that cattle fed limestone had fewer 
acid resistant E. coli 24 than those not supplemented 
with limestone4 supports the idea that colonic pH is 
important, but further work is clearly needed to see if 
grain-dependent increases in acid-resistant E. coli can 
be routinely offset by buffers. Limestone and magne
sium oxide are relatively insoluble compounds that can 
pass through the GI tract to the colon, but sodium bi
carbonate has little if any effect on colonic pH. 

References 

1. Armstrong GL, Hollingsworth J , Morris Jr JG: Emerging foodborne 
pathogens: Escherichia coli O157:H7 as a model of entry of a new 
pathogen into the food supply of the developed world, Epidemiol Rev 
18:29-51, 1996. 
2. Buchanan RL, Edelson SG: Culturing enterohemorrhagic Escheri
chia coli in the presence and absence of glucose as a simple means of 
evaluating the acid tolerance of stationary-phase cells, Appl Environ 
Microbiol 62:4009-4013, 1996. 
3. Diez-Gonzalez F, Russell JB: The ability of Escherichia coli O157:H7 
to decrease its intracellular pH and resist the toxicity of acetic acid. 
Microbiol 143:1175-1180, 1997. 
4. Diez-Gonzalez F, Callaway TR, Kizoulis MG, Russell JB: Grain 
feeding and the dissemination of acid-resistant Escherichia coli from 
cattle, Science 281:1666-1668, 1998. 
5. Diez-Gonzalez F, Russell JB: Factors affecting the extreme acid 
resistance of Escherichia coli O157:H7, Food Microbiol 16:367-374, 
1999. 
6. Elder RO, Keen JE, Siragusa GR, Barkocy-Gallagher GA, 
Koohmaraie M, Laegreid WW: Correlation of enterohemorrhagic Es
cherichia coli 0157 prevalence in feces, hides and carcasses of beef 
cattle during processing. Proc NatAcad Sci (in press), 2000. 
7. Goodson M, Rowbury RJ: Habituation to normally lethal acidity 
by prior growth of Escherichia coli at a sub-lethal acid pH value, Lett 
Appl Microbiol 8:77-79, 1989. 
8. Guyton AC: Textbook of Medical Physiology, W. B. Saunders Co., 
Philadelphia, PA, 1971, pp. 753-754. 
9. Hancock DD, Besser TE, Kinsel ML, Tarr PI, Rice DH, Paros MG: 
The prevalence of Escherichia coli O157:B:7 in dairy and beef cattle 
in Washington state, Epidemiol Infect 113:199-207, 1994. 
10. Hancock DD, Besser TE, Gill C, Hovde-Bohach C: Cattle, Hay 
and E.coli Science 284:51-52, 1999. 
11. Herriott DE, Hancock DD, Ebel ED, Carpenter LV, Rice DH, Besser 
TE: Association of herd management factors with colonization of dairy 
cattle by shiga toxin-positive Escherichia coli 0157, J Food Prot 61:802-
807, 1998. 
12. Hovde CJ, Austin PR, Cloud KA, Williams CJ, Hunt CW: Effect 
of cattle diet on Escherichia coli O157:H7 acid resistance. Appl Environ 
Microbiol 65:3233-3235, 1999. 
13. Jarvis GN, Russell JB: Effect of amino acids on the extreme acid 
resistance of Escherichia coli. Curr Microbiol (in preparation), 2000. 
14. Jawetz E, Melnick JL, Adelberg EA: Review of Medical Microbi-

THE AABP PROCEEDINGS-VOL. 33 

0 
'"O 
(D 

~ 

~ 
(") 
(D 
00 
00 

0.. ...... 
00 
,-+-
'"i 

~ 
~ ...... 
0 p 



ology, 11th Ed. Lange Medical Publications, Los Altos, CA, 1974. 
15. Keen JE, Urlich GA, Elder RO: Effects of hay- and grain- based 
dies on the fecal sheddingof naturally -acquired enterohemorrhagic 
E. coli (EHEC) 157:H7 in beef feedlot cattle. 80th Conference of Re
search Workers in Animal Diseases,Abstract #86, November 7-9,1999. 
Chicago, Illinois, 1999. 
16. Mechie SC, Chapman PA, Siddons CA: A fifteen month study of 
Escherichia coli O157:H7 in a dairy herd. Epidemiol Infect 118:17-25, 
1997. 
17 . Nataro JP, Kaper JB: Diarrheagenic Escherichia coli, Clin 
Microbiol Rev 11:142-201, 1998. 
18. Peterson WL, Mackowiak PA, Barnett CC, Marling-Cason M, 
Haley ML: The human gastric bactericidal barrier: mechanisms of 
action, relative antibacterial activity and dietary influences, J Infect 
Dis 159:979-983, 1989. 
19. Poynter D, Hicks SJ, Rowbury RJ: Acid resistance of attached 
organisms and its implications for the pathogenicity of plasmid-bear
ing Escherichia coli , Lett Appl Microbiol 3: 117-121, 1986. 
20. Riley LW, Remis RS, Helgerson SD, McGee HB, Wells JG, Davis 

BR, Herbert RJ, Olcott ES, Johnson LM, Hargrett NT, Blake PA, Cohen 
ML: Hemorrhagic colitis associated with a rare Escherichia coli sero
type , N Eng J Med 308:681-685, 1983. 
21. Rowe JB: How much acid in the gut is too much? Recent Adv. in 
Nutr. in Australaia 12:81-89, 1999. 
22. Russell JB, Diez Gonzalez F: Cattle, Hay and E. coli-The Response 
Science 284:52-53, 1999. 
23. Russell JB: Hay, grain andE. coli revisited. ASM News 66:1, 2000. 
24. Scott T, Wilson C, Bailey D, Klopfenstein T, Milton T, Moxley R, 
Smith D, Gray J, Hungerford L: Influence of diet on total and acid
resistant E.coli and colonic pH. Nebraska Beef Report 2000:39-41, 
1999. 
25. Slyter LL: Influence of acidosis on rumen function. J Anim Sci 43: 
910-929, 1976. 
26. Texter EC,Chou C-C, Laurete HC, Vantrappen HC: Physiology of 
the Gastrointestinal Tract, The C. V. Mosby Co., St. Louis, 1968, pp. 
109-111. 
27. Williams RJ: An introduction to biochemistry, D. Van Nostrand 
Company, NY, 1931, p. 362-363. 

Ultrasound Systems 

SEPTEMBER, 2000 

Classic Medical Supply, Inc. 
19900 Mona Road, Suite 105 

Tequesta, FL 33469 
(800) 722-6838 • (561) 746-9527 

info@classicmed.com 
www.classicmedical.com 

-

·· ._ -

57 

0 
'"O 
(D 

~ 

~ 
(") 
(D 
00 
00 

0.. ...... 
00 
,-+-
'"i 

~ 
~ ...... 
0 p 


	aabp_2000_proceedings_0066
	aabp_2000_proceedings_0067
	aabp_2000_proceedings_0068
	aabp_2000_proceedings_0069

