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ABSTRACT

Weaned pigs (n=58) were challenged with nalidixic resistant Salmonella enterica
serotype Typhimurium and separated into eight treatments to determine the
effects of various environmental and management conditions on the

development of antibiotic resistance among pathogenic and commensal bacteria.
Apramycin sulfate was administered in the feed (150g/ton) two days post-
challenge for a period of 14 days with the exception of one control group.
Treatments included: control without apramycin (control-1); control with

apramycin (control-2); and apramycin plus either cold stress, heat stress,
overcrowding, intermingling, poor sanitation, and intervention with oxytetracycline
(100 ug / ton). Treatments were applied 5 days post initial antibiotic
administration and maintained throughout the study. Fecal swabs were obtained
prior to antibiotic treatment (day 0) and on days 2, 7, 14, 28, 64, 148, and 149
post-treatment. Salmonella Typhimurium, Escherichia coli, and Enterococcus
faecalis were isolated and tested for resistance to apramycin sulfate, ceftiofur
sodium, oxytetracycline, and sulfamethazine via broth microdilution. Increased

(P <.0001) resistance to apramycin was noted in E. coli in all groups
administered apramycin by day 14. Control-2 minimum inhibitory concentrations
(MICs) returned to baseline following removal of the antibiotic, whereas cold
stress, overcrowding, and oxytetracycline groups expressed significantly (P <
.05) greater MICs through day 64 before returning to baseline. S. Typhimurium

generally displayed lower MICs for all test antibiotics compared to E. coli, while
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E. faecalis demonstrated elevated resistance throughout the study to all
antibiotics. These data indicate that E. coli resistance to apramycin is
significantly increased upon exposure to various stressors, whereas S.

Typhimurium and E. faecalis may be less affected.

Key Words: antibiotic resistance, E. coli, swine
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1. INTRODUCTION

Over the past 50 years antibiotic use in the swine industry has become a
valuable asset in disease prevention, treatment, and growth promotion (Hays
1986). With the implementation of these products, producers have managed to
reduce overall costs, increase pig production turnover rates, and ultimately
produce safer, higher quality meats for the consumer (NRC 1999). However,
these benefits have recently been compromised by the threat of emerging
antibiotic resistant microorganisms. Previous studies have linked the
development of resistant enteric bacteria to exposure of subtherapeutic levels of
antibiotics (Langlois et al. 1983, Hays 1986, Mathew et al. 1998).

The transfer of resistance factors from one bacterial species to another
has compounded this problem by introducing the risk of pathogens acquiring
resistance from non-pathogenic organisms. One study reported the transfer of
apramycin resistance plasmids from E. coli to a pathogenic, as well as, zoonotic
organism, Salmonella Typhimurium, in calves (Hunter 1991). The potential
transfer of these resistance genes from indigenous microflora to pathogens
possibly affecting human health has caused a growing concern among animal,
and human practitioners. To date, the estimated annual cost of treating antibiotic
resistant infections in human health care in the U. S. ranges from $5 billion to as
high as $30 billion (NIAID 2000, AAAS 1998). As a result, current research has
focused on the examination of potential factors associated with the development
of antibiotic resistance in agriculture. For example, various studies have

produced comparable results indicating that age of the animal influences levels
1
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of resistance among bacterial isolates (Hays 1986, Mathew et al.1998). Hays
reported tetracycline resistance in 55% of fecal coliforms from pigs younger than
6 months of age compared to 25% in pigs over 6 months of age in an antibiotic-
free herd. In addition, isolates from younger pigs, on average, were resistant to
more antimicrobial agents than those of more mature pigs (Hays 1986).

Results from other studies also suggest that stress, such as that resulting
from transportation of pigs and calves, has an influence on the proliferation of
resistant organisms, as well as the excretion of lactose-negative organisms
(Hays 1986, Corrier et al. 1990, Langlois et al. 1999). These reports suggest
that factors other than exposure to antibiotics may play a significant role in the

development of resistant organisms.
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2. LITERATURE REVIEW

Antibiotics in Livestock Production

The introduction of vertical integration and advanced technology to the
swine industry has initiated a surge in production (NRC 1999). Trends reveal
that the number of hog farms in the U.S. has declined by almost 6% annually
from 1967 to 1996, while the number of hogs produced per farm has increased
nearly 5 times (Plain 1997). Earlier weaning ages, increased farm capacities,
and the incorporation of feed additives to swine diets have allowed producers to
further increase productivity. As a result of these intense production systems
and potential animal exposure to various environmental and management
stressors, concern regarding disease susceptibility has been mounting. The
implementation of antibiotics as feed additives in the 1950s has been beneficial
to producers from both a production and an economic standpoint in preventing
potential disease outbreaks (Cromwell 1991). Since their introduction, antibiotics
have had a major impact on livestock production, as indicated in a report
revealing the presence of antibiotics in 85%-95% of starter feeds, 75%-80% of
grower diets, 55%-60% of finisher diets and 20%-30% of sow diets (Cromwell
1991).

The basic role of antibiotics in the livestock industry is twofold.
Aggressive treatment of disease and infection includes the use of high levels of
antibiotics and is categorized as therapeutic treatment (NRC 1999). Sub-

therapeutic treatment includes the application of moderate levels (<200 g / ton) of

3
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antibiotics as a means of prophylactic therapy. Additionally, subtherapeutic
levels of antibiotics have been added to feeds for increased growth and nutrient
utilization in order to meet the high production demands of the market (Jukes

1986, Cromwell 1991).

Benefits of Antibiotics

Through the proper application of antibiotics, producers are capable of
generating a high quality product for the consumer, in addition to reducing
morbidity and mortality rates within their operations (Cromwell 1991). In this
investigation a decrease was detected in mortality rates from 4.3% in young pigs
fed a control diet compared to 2.0% in those fed antibiotics (Cromwell 1991).
These effects were amplified in a related study evaluating the effects of
antibiotics under stressed and “high-disease conditions”. Control pigs from this
study had a mortality rate of 15.6%, compared to 3.1% in pigs administered
antibiotics in the feed (Cromwell 1991).

In addition to improved overall animal health, enhanced feed efficiency
associated with the incorporation feed-based antibiotics has also been
documented. Hays (1986) reported a 16%, 11%, and 4% increase in average
daily gain among starter, grower, and grower-finisher pigs, respectively, that
were fed subtherapeutic levels of antibiotics compared to those fed a control diet.
The increased effects noted in the starter and grower phases may be attributed
to the increased exposure to stress (weaning, environmental changes), as well

as the fact that growth rates are higher during these times compared to the

4
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finishing phase. Although the net effect of treatment diminished with age, the
application of antibiotics consistently resulted in performance benefits that
initiated an increase in profitability.

Another study evaluating the effectiveness of a feed-additive antibiotic in
weaned pigs yielded similar findings (Gorham et al. 1988). Results from this
study indicated that after a two-week treatment (1509 of apramycin/ton),
medicated pigs averaged 1.9 kg heavier than the control pigs, in addition to
having a decreased incidence of scours. It is speculated that by reducing the
stress on the immune system, increased nutrient levels are made available to the
animal, resulting in increased feed efficiency and improved overall animal health
(NRC 1999). It should also be noted that the effects of feeding antibiotics have
been documented to be negligible when fed to germ-free animals (Novick 1981).
It has been proposed that one of the primary effective mechanisms of growth-
promoting antibiotics is to decrease the thickness of the small intestine by
eliminating microbes and their toxins that adhere to and damage the intestinal
lining thereby increasing the potential for optimal nutrient absorption (Grant
1984).

In addition, antibiotics have also been shown to reduce the bacterial
catabolism of urea and amino acids; thereby, reducing nitrogen excretion loads
into the environment (Corpet 2000).

Aside from growth performance improvements, reproductive benefits in
swine from antibiotic feed additives have additionally been realized. Numerous
studies have documented improvements in conception rates in sows when fed

5
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antibiotics at the time of breeding (Cromwell 1991, NRC 1999). Furthermore,
improved farrowing rates, litter size, birth weights, and pigs weaned per litter
were reported when antibiotics were fed in pre-farrowing and lactation diets
(NRC 1999).

By reducing the risk of possible pathogenic organisms infiltrating the U. S.
food supply, the use of antibiotics for the above reasons has led to the availability
of food products suitable for human consumption. From an economical
standpoint, the estimated annual savings in costs to consumers in the United
States due to the use of antibiotics was $3.5 billion in 1981 and has most likely
increased since then (CAST 1981). Despite the production and economical
benefits of incorporating antibiotics into livestock feeds, there has been growing

concern regarding the risks involved.

Risks of Antibiotics

Antibiotic resistance had been detected in organisms before the
beginning of the antibiotic era; however, recent concern has been growing
regarding the substantial rise in the prevalence of resistant organisms (Lewis
1995, NRC 1999). A recent study comparing the incidence of multiple-drug
resistant Salmonella in 1981 and 1990 supported this theory. Prevalence of
multiple-drug resistant S. Typhimurium doubled in humans from 1981 to 1988
with an additional 7% increase from 1988 to 1990 (Threfall et al. 1993).
Increases in multiple-drug resistant S Typhimurium were also detected in cattle,
swine, and to a lesser degree in poultry. The lower increase noted in poultry may

6
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be a result of strong restrictions on the use of antibiotics as growth promoters in
that production industry (Threfall et al. 1993).

Various studies have associated the emergence of resistant bacteria with
the use of subtherapeutic levels of antibiotics in livestock feeds (Timoney 1978
Langlois et al.1984, Mathew et al. 1998). Langlois et al. (1983) compared the
incidence of resistance in fecal coliforms between two herds of pigs: one with no
antibiotic exposure within eight years (non-antibiotic herd) and another (antibiotic
herd) that had been routinely administered subtherapeutic levels of
chlortetracycline (CTC) within the previous eight years. During the study, each of
these groups was further divided into a control group (no antibiotic), a
subtherapeutic group (fed 27.5 ug/g CTC continuous), and a therapeutic group
(fed 220 ug/g for 14 days). Results yielded an elevated mean multiple
resistance (P < .05) before dosing in the antibiotic herd (3.33) over the non-
antibiotic herd (1.64) (Langlois et al. 1983). Subtherapeutic treatment resulted in
a greater detection of CTC resistant coliforms within the antibiotic pigs (47%)
compared to the non-antibiotic pigs (23%) (Langlios et al.1983). Upon removal
of CTC in therapeutic groups, detection of resistant isolates in both the antibiotic
and non-antibiotic herds decreased with a more pronounced initial decrease
among the non-antibiotic isolates (Langlois et al.1983). Conclusions from this
and other studies indicate that fecal coliforms may have a higher potential to
develop resistance through continued exposure to feed based antibiotics, in
comparison to those organisms with no exposure; therefore, antibiotic therapy
may serve as a selection mechanism for the proliferation of resistant bacteria.

7
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Further information suggests that these indigenous enteric bacteria may
also serve as a reservoir for the transmission of resistance factors to various
pathogenic and even zoonotic organisms, thus fueling the debate over
agricultural use of antibiotics (Smith 1971, Hunter 1991). In the early 1990s a
herd of calves was administered a feed based antibiotic, apramycin, to control a
Salmonella outbreak. Apramycin, an aminoglycoside antibiotic, was first
approved in the U. S. for exclusive use in animals in 1986 (Mortensen et al.
1996). Itis primarily used for treatment of porcine colibacillosis and bacterial
enteritis in cattle associated with weaning stress, or for prevention of those
problems via feed/water administration for two weeks (Plumb 1995, Mortensen et
al. 1996). In this study detection of apramycin-resistant commensal E. coli in
feces prior to antibiotic treatment was noted; however, all Salmonella isolates
expressed sensitivity (Hunter 1991). In vitro transfer of resistance from E. coli to
sensitive Salmonella isolates was accomplished in 77 out of 80 occasions in
nutrient broth (Hunter 1991). Following antibiotic treatment, in vivo detection of
resistance transfer was evident in at least one calf, based upon plasmid profiles
of the resistant Salmonella and E. coli isolates (Hunter 1991).

A similar study involving calves supported these findings regarding in vivo
transfer of resistance from a high-transmitting strain of E. coli F18 to S.
Typhimurium phage type 29 (Smith 1971). The calves were initially dosed orally
with the donor strain followed by the recipient strain 24 h later. Three of the eight
calves exhibited no signs of infection and yielded no or minimal numbers of S.
Typhimurium, all of which were lacking the resistance factors. Resistant S.

8
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Typhimurium were isolated from the intestinal tract of three of the remaining five
calves, demonstrating that in vivo resistance transfer occurred. These results
were comparable to those found in a similar study employing challenge strains of
S. Typhimurium in chickens, indicating that in vivo transfer of resistance is a
potential threat for all livestock (Smith 1971).

Based on these results and those from various similar studies, concern
regarding the selective pressure of antibiotic administration for resistant
indigenous microflora and their ability to confer resistance to pathogenic
organisms is warranted (Kasuya 1964, Jarlomen et al. 1969, Timoney 1978,
Maine et al. 1999). Consequently, several studies have focused on investigating
the nature of these resistance factors, as well as the mechanisms involved in

their acquisition.

Genetics of Resistance

Though most of the recent rise in antibiotic resistance has been attributed
to the misuse of antibiotics in agriculture and human medicine, evidence
suggests that bacterial resistance had been detected in organisms in times
preceding the antibiotic era. This is in part because antibiotics are essentially
products of microbial synthesis; therefore, those microorganisms synthesizing
these products must carry some type of intrinsic resistance (Hays 1986). Itis
possible that these antibiotic-producing organisms then transfer genetic
information coding for resistance to various other species. The basis for

transferring and expressing various resistance mechanisms lies in the genetic
9

www.manaraa.com



configuration of the organism. A large portion of the emerging resistant
organisms acquired the genetic information for resistance through one of two
means: chromosomal mutations or plasmid transfer (Israili 1987).

The less common method of developing resistance to antibiotics is a result
of spontaneous mutations of single DNA bases located on the bacterial
chromosome (Lacey 1984). In cases of chromosomal resistance, genetic
information coding for resistance mechanisms is usually present in the bacteria
before exposure to antibiotics and may only be transmitted from the resistant
organism and its offspring. Studies have shown, however, that this type of
resistance is not always permanent (Lacey 1984). An evaluation of
chromosomal resistance stability in Staphylococcus aureus 1030 mutants
illustrated that an average of 79% of isolates lost resistance to rifampicin over a 4
year period of storage at room temperature on agar slants (Lacey 1984). These
infrequent mutations are random and occur at the rate of one per million or one
per billion cells (Khachatourians 1998).

The remaining majority of resistance development has been attributed to
transmissible extrachromosomal DNA, referred to as plasmids (Israili 1987,
McClane 1999). Plasmids are small (0.03 to 10% the size of bacterial
chromosomes), self-replicating, circular fragments of DNA present in the vast
majority of characterized bacteria. In addition to carrying genes for resistance to
one or several antibiotics, plasmids may also code for other traits, including toxin
production, invasion, colonization, and attachment to intestinal mucosa (Israili
1987). However, a direct relationship between the presence of resistance genes

10
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and the expression of the virulence factors mentioned above has not been clearly
defined. Smith et al. (1979) found neither a significant increase nor decrease in
mortality rates for chickens fed resistant and sensitive strains of both S.
Typhimurium and Salmonella gallinarium. Additionally, there was no significant
effect on virulence of the resistant strains upon administration of the antibiotic to
which the strain carried resistance, when compared to the sensitive strains.
However, in-contact chickens (not infected but exposed to challenged birds)
experienced heavier and longer durations of excretion of the strain under
antibiotic administration (Smith et al. 1979). Conclusions from this study indicate
that although virulence factors may not always be associated with resistance, the
application of antibiotics in populations containing resistance plasmids may still
have substantial effects on disease susceptibility for hosts carrying bacteria that
are lacking in these factors.

Plasmids may be incorporated into chromosomal DNA or transferred to
other organisms within or outside their species. There are typically three modes
of plasmid-mediated resistance transfer in bacteria: conjugation, transduction,
and transformation.

The most common method of resistance acquisition is classified as
conjugative transfer. This process requires cell-to-cell contact for the transfer of
a resistance plasmid from a donor cell to a recipient. Plasmids coding for
resistance for one or more antibiotics through conjugation are also referred to as
Resistance (R) factors. The second type of resistance transfer, transduction,
results from bacterial virus (bacteriophage) transmission. These phages insert

11
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their nucleic acid core into the host bacterial cell, induce the replication of new
virus particles, and ultimately rupture host bacterial cells (Ross 1986). Small
fragments of the spliced bacterial DNA may then be incorporated into the
phage’s own genetic profile. The bacteriophage then proceeds to another
organism, where the phage DNA is inserted into a recipient cell's DNA (McClane
1999). If a bacterium harboring genes for resistance to one or more antibiotics
is lysed by a bacteriophage, the resistance genes may be easily transferred to
another bacterial cell through this process. The third mechanism, transformation,
involves the cellular uptake of released, “naked”, single-stranded DNA from lysed
resistant cells (McClane 1999). This differs from transduction in that there is no
vector for transmission. Not all cells are capable of transformation, however.
Transformation requires the binding of the DNA to receptors on the surface of the
recipient organism, the fragmenting of the DNA by DNAase, and the pairing of
the newly formed single stranded DNA with the host DNA. Those cells capable
of transforming foreign DNA are classified as competent cells (Ross 1986). The
resulting outcome for all methods of resistance acquisition is an ability to utilize
the newly acquired genetic coding for various mechanisms involved in antibiotic

resistance.

Mechanisms of Resistance

Bacteria utilize the above genetic coding from plasmids to implement
various mechanisms necessary for surviving the lethal effects of antimicrobial
therapy. Some bacteria, including Salmonella, are invasive organisms, able to

12
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enter intestinal epithelial cells as a means of evading those antimicrobial agents
(i.e. aminoglycosides) that are less efficiently absorbed from the intestine (Roof
et al. 1992, Prescott 1993).

Upon exposure to an antibiotic, some bacteria may express R factors
coding for modifying enzymes; thereby altering the drug's ability to bind,
penetrate, or inhibit bacterial growth (Israili 1987). An example of this is seen in
bacterial isolates expressing resistance to certain aminoglycosides.
Aminoglycosides are relatively broad-spectrum agents directed at inhibiting
protein synthesis. Upon entry into the bacterial cytoplasm, these compounds
irreversibly bind to the 30S ribosomal subunits and initiate MRNA misreading and
ultimately allow an incorrectly charged tRNA to bind to the ribosomal A site
(Mortensen et al. 1996, Purdue 1996, McClane 1999). The end result is the
synthesis of physiologically ineffective proteins and ultimately cell death;
therefore, these drugs are categorized as bacteriocidal. These drugs do have
limitations in that they are less effective against gram-positive bacteria and are
not readily absorbed across the intestinal cells, making them less effective
against invasive bacteria (i.e. S. Typhimurium) (Prescott 1993).

Effectiveness of these compounds is further limited in bacteria possessing
R factors coding for aminoglycoside modifying enzymes (acetyltransferases,
phosphotransferases, nucleotidyltransferases) (Mortensen et al. 1996). These
enzymes modify the antibiotic at certain exposed hydroxyl or amino groups
(Prescott 1993). For example, the aminoglycoside, apramycin, is inhibited by
bacteria expressing the enzyme, type IV aminoglycoside 3-N-acetyltransferase

13
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(AAC(3)IV). The enzymatic N-acetylation of the drug inhibits the binding of
apramycin to the bacterial ribosome, resulting in decreased efficacy of the drug
through excretion of the inactivated compound (van de Klundert et al. 1993, Neu
et al. 2000). The majority of beta-lactam resistant bacteria share similar
mechanisms. Ceftiofur sodium is a third generation beta lactam cephalosporin
that inhibits bacterial cell wall synthesis, targeting the formation of the
peptidoglycan layer by inhibiting penicillin-binding proteins (PBPs) in proliferating
bacteria (Plumb 1995, Neu et al. 2000). PBPs are involved in the crosslinking of
polymers to form the peptidoglycan layer in bacterial cell walls (Neu et al. 2000).
Resistance factors activate enzymes (beta-lactamases) that alter the drug’s
affinity for the PBPs by hydrolyzing the cyclic amide bond located within the beta-
lactam ring of the drug (Israili 1987). As a result, the drug is rendered inactive
and is thus excreted. Antibiotic activity may also be limited by slight alterations
within the drug’s targeted receptor site. This is also found within beta-lactam
resistant bacteria, but to a lesser degree. Under these conditions, PBPs may
experience minute alterations in the amino acid sequencing by enzymes referred
to as beta-lactamases thereby resulting in a decreased affinity for certain beta-
lactam antibiotics (Israili 1987, McClane 1999).

Another means of diminishing antimicrobial activity may be accomplished
by limiting access to the drug’s target site or sites (outer membrane, cell wall,
ribosomes). The lipopolysaccharide layer present in gram-negative bacteria and
the thick peptidoglycan in gram-positive bacteria serve as a physical barrier for
most antibiotics (Israili 1987, McClane 1999). Hydrophilic antibiotics have
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difficulty penetrating gram-negative bacterial cell walls due to the high lipid
concentrations in the outer membrane (McClane 1999). Increased activity of
efflux pumps and decreased activity of influx pumps within the bacterial cell are
other mechanisms involved in inhibiting antimicrobials’ access to their target sites
within the cell (Israili 1987). Mechanisms reducing the permeability of an
antibiotic have been shown to render antibiotics like oxytetracycline inefficient
(Neu et al. 2000).

Oxytetracycline is a broad-spectrum antibiotic that targets the 30S subunit
on bacterial ribosomes, impeding aminoacyl-transfer RNA binding to the acceptor
site on the mMRNA-ribosome complex; a mechanism similar to that of the
aminoglycosides (Prescott 1993). However, tetracyclines are bacteriostatic in
that they only inhibit cell growth and proliferation, whereas aminoglycosides are
bacteriocidal. This is primarily due to their transient binding to the ribosome
receptors; therefore, all bacterial functions are returned to normal upon
withdrawal of this drug.

Amplification in the production of the antimicrobial target increases the
concentration requirement of the drug for optimal efficacy and thus serves as
another mechanism for resistance. This is evident in certain bacterial isolates
that carry acquired resistance plasmids for sulfonomides (Israili 1987).
Sulfonomides inhibit folate synthesis by competitively blocking the conversion of
para-aminobenzioc acid (PABA) to dihydrofolic acid (Neu et al. 2000).
Sulfonomides generally have a greater affinity for the conversion enzyme,
pteridine synthase, than PABA in this reaction (Neu et al. 2000). Resistant
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bacteria undergo hyperproduction of PABA; thereby, increasing the sulfonomide
concentration requirement for optimal efficacy.

Regardless of the mechanism involved, much of the recent concern
focuses on the fact that resistance plasmids have been reported to transfer
resistance across bacterial species and genus, both in vitro and to a lesser
degree in vivo, as mentioned previously (Smith 1979, Hunter 1981). Moreover
there have been documented reports of transfer of resistant microorganisms from
farm animals to food handlers and even consumers (NRC 1999). Under

“normal”™ situations these plasmids may not always be expressed; however, upon
induction of abnormal situations (exposure to a particular antibiotic or stress) R

factors may be expressed for survival purposes (Lacey 1984).

Impacts of Stress

While there is no precise scientific definition of the constituents of stress
as it pertains to animals, it has generally been portrayed as an “internal
manifestation” of adverse influences (psychological, physiological or
environmental) affecting the homeostasis of an individual (Roth 1985, Peterson
etal. 1991). As a result of the rise in intense swine production systems, the
potential exposure to various environmental and managerial stressors has
caused much concern regarding disease susceptibility and antibiotic resistance.
Increased farm capacities, mass transport and mixing, and variations in
environment and management may force animals to adapt through various

physiological responses to compensate for abnormal conditions.
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Upon exposure to various stressors the hypothalmic-pituitary-adrenal axis
is activated via CNS innervation (Young 1981, Roth 1984). Stimulation of the
hypothalmus leads to the release of corticotropin-releasing hormone (CRH),
which in turn activates the release of adrenocorticotropin hormone (ACTH) by the
anterior pituitary gland (Guyton 1996, Hicks et al. 1998). ACTH is responsible
for the release of the adrenocortical hormone, cortisol, from the adrenal cortex
into the peripheral circulation. (Wallgren et al. 1994, Hicks et al. 1996). The
effects of these responses have been reported to result in a diminished immune
response, a reduction in growth performance, and an alteration in gastrointestinal
activity among other things (Owen et al. 1983, Wallgren et al. 1994).

While several studies have linked the influence of various stressors to the
overall immune status of the animal, findings concerning the net effect on the
animal have often been contradictory (Blecha et al. 1981, Pohl et al. 1983,
Tuchsherer et al. 1998). This could be attributed to the fact that a number of
factors are involved in determining the level of response initiated by the immune
system (i.e. types of stress, intensity, duration, status of the animal, environment,
and immune the parameters measured) (Tuchsherer et al. 1998). The effects of
hierarchy establishment in mixing pigs resulted in an immunostimulatory
response in dominant pigs while an immunosuppressive response was found in
subordinate pigs (Tuchsherer et al. 1998). Further conclusions from this study
targeted cell mediated immunity (T cell proliferation) as the primary immune

parameter affected by mixing.
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The suppressive effect of cortisol on lymphocyte proliferation has been
well documented (Morrow-Tesch et al. 1994, Franci et al. 1996, McClane 1996,
Tuchsherer et al. 1998). Wallgren et al. (1983) supported this theory by
administering an ACTH injection to measure lymphocyte production in stress-
simulated conditions in swine. A significant decrease in lymphocytes associated
with a substantial rise in plasma cortisol concentrations was noted. Upon
withdrawal of the ACTH administration, lymphocyte numbers returned to
baseline. Neutrophilic granulocytes, however, increased significantly following
elevated levels of plasma cortisol concentrations, indicating the implementation
of a nonspecific mechanism for protection.

Pohl et al. (1999) found slightly contradictory results in the evaluation of
the effects of thermal stress on the immune response in feeder pigs. Results
from that study indicated a significant suppression of both B and T cell response
among cold stressed (10°C) animals compared to those in the control group
(21°C). In contrast, heat stressed (32°C) animals exhibited higher T cell
responses and lower B cell responses than the control, demonstrating that
immunostimulatory effects may also be associated with certain types of stress
induction. Another study illustrating the immunoenhancement effects of acute
stress showed an increase in antibody titers occurred upon the exposure of
weaned pigs to cold stress (Blecha et al. 1981). It has been suggested that
acute stress may often stimulate immune responses, while chronic stress tends

to have detrimental effects on immunity (Griffin 1989). This reallocation of
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leukocytes stimulated by cortisol release poses a risk to stressed animals in
relation to disease susceptibility.

Evidence of this theory was supported by a report noting an increased
incidence in Salmonella in horses stressed by transportation (Owen et al. 1983).
Furthermore, detection was prolonged upon administration of oxytetracycline in
addition to transport. Similar stress studies involving cold stressed mice
documented increased mortality among stressed subjects following exposure to
Staphylococcus aureus or S. Typhimurium, while control animals maintained
normal health status (Miraglia et al. 1962, Previte et al. 1962, Edwards et al.
1977). The effects on humoral and cell-mediated immunity was may be
demonstrated in one particular study where susceptibility of a secondary
Staphylococci infection was increased following a challenge with Salmonella
(Miraglia et al. 1962).

Stress-mediated alterations of the immune system require the
repartitioning of energy away from the maintenance processes of growth and
metabolism. Elevated blood cortisol concentrations have been associated with
stimulation of gluconeogenisis, fatty acids mobilization, amino acid mobilization,
and anti-inflammatory responses to compensate for the energy reallocated for
managing stress (Roura et al. 1992, Guyton 1996). Introduction of chronic
unsanitary conditions in broilers resulted in significantly lower growth rates and
feed efficiencies among stressed birds compared to those raised in clean
environments (Roura et al. 1992). Feed efficiencies and weight gain were
significantly greater in birds exposed to unsanitary conditions when birds
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received antibiotics compared to birds kept in similar conditions without antibiotic
exposure. Similar consequences have been documented for overcrowding,
through simulations of intensified swine production systems, during starter,

feeder and finisher phases (Harper et al. 1983, NCR 1984). Conclusions from
these studies indicate that the effects of chronic environmental stress on growth
are detrimental, but may be alleviated via antibiotic therapy. It is during these

and other “high risk situations” such as weaning, shipment, or severe weather

that the prophylactic administration of antibiotics may be beneficial (Gustafson
1986).

Other manifestations of the effects of stress may include changes in
gastrointestinal activity. It has been suggested that stress-induced CRH release
may also be responsible for decreased gastric acid secretion, gastric emptying,
and inhibition of small intestinal motility (Lenz et al. 1988). Additionally, studies
indicate that stress may also enhance colonic transit and fecal excretion (Lenz et
al. 1988, Barone et al. 1990). The activation of the parasympathetic stimulation
in the colon releases the neurotransmitter, acetylcholine, which in turn induces
smooth muscle contractions in the colon (Barone et al. 1990, Guyton 1996). This
increased propulsion of material from the intestinal tract of a stressed animal has
been associated with an increase in fecal shedding of a diverse population of
microbial organisms. Indigenous microflora create a unique ecosystem, in which
various species interact with each other under normal gut conditions. When
stress compromises these conditions (i.e. altering pH, temperature, and gut
atmosphere), selection for certain species disturbs the microbial population, thus
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allowing for potential colonization of pathogenic organisms (Thayer 1987, Moro
1996). Corrier et al. (1990) reported an increased excretion of various
Salmonella species associated with marketing and transportation stress in feeder
calves. More significantly, all isolates recovered exhibited resistance to five or
more antibiotics. Similar results were found in a herd of pigs with no previous
exposure to antimicrobial therapy. Initial fecal samples were taken under normal
conditions, again at a loading area, immediately following a 30-minute transport
and 24 hours post transport. Samples taken at the loading dock and immediately
following transport yielded significantly higher incidences of resistance in gram-
negative organisms than those from unstressed pigs (Langlois et al. 1999).
However, samples taken 24 hours post-transport revealed resistance among
stressed isolates returned to baseline values, indicating that resistance was of
transient nature. Therefore, under certain stressful situations enhanced and
selective excretion of resistant bacteria may be linked to an altered genetic
coding in resistance plasmids. It may be possible that the genes coding for
resistance are somehow linked to a gene controlling adhesion factors. Therefore,
those resistant organisms may be less inclined to adhere to the colon during
stress-induced mass movements.

It has been noted that induction of stressors at the farm level not only
diminishes the immune system and growth performance of livestock, but also
enhances the possible selection of resistant organisms. Concern among health
care specialists focuses on the possibility of these organisms infiltrating the
human food supply and contributing to the rise in bacterial infections that are
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unresponsive to antimicrobial therapy. In order to prevent the promotion of
bacterial resistance, the demand for further information regarding the association
between environmental and management stressors and development of

resistance in microbial populations is warranted.

Enterococcus faecalis

Enterococcus faecalis is a gram-positive indigenous microorganism found
within the intestinal tract of man and animals. Despite their low virulence these
organisms have been identified as opportunistic pathogens in
immunocompromised hosts (Moellering 1998). Recent reports suggest E.
faecalis is the predominant member of the Enterococcus genus associated with
human infections, accounting for 79-90% of enterococci clinical cases (Huycke et
al. 1998, Moellering 1998, SAARS 2000). Their high resistance to a wide array
of antimicrobial products plays a significant role in allowing for their selection in
nosicomal infections. Resistance outside of hospital settings has also been
reported. A study evaluating the prevalence of resistance in environmental
samples indicated a substantial rise in intensity of acquired resistance to
aminoglycosides, known as high-level aminoglycoside resistance (HLAR) (Rice
et al.1995). Furthermore, E. faecalis has been documented to transfer
resistance genes to organisms from other bacterial genuses by means of

conjugation (Haack et al.1995).
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Eschericia coli

Gram-negative, commensal Escherichia coli has also been established as
a reservoir for antimicrobial resistance genes (Hunter 1992). Resistance to
tetracycline, a common antibiotic used for growth promotion in swine production,
has been reported to be as high as 71- 90% in E. coli isolates from finisher swine
(Molitoris et al. 1987, Dunlop et al.1998). Such resistance presents risks to
successful treatment of diseased pigs in stressful conditions such as at weaning
and transport. If resistant E. coli transfer resistance factors to targeted
pathogenic organisms, antibiotic treatment may be rendered ineffective against
those organisms as well.

Commensal bacteria, while helpful in controlling infections through
stimulation of the immune system and competitive inhibition of pathogens, may
also have serious detrimental effects regarding the maintenance and spread of

antibiotic resistance to pathogenic organisms.

Salmonella Typhimurium

Salmonellosis has been identified as one of the most costly foodborne
pathogens in the U. S. A., responsible for at least 50,000 documented cases and
registering an estimated $0.69 to $3.8 billion in medical expenses annually
(McClane 1996, Isaacson et al. 1999). However, a vast majority of Salmonella
gastroenteritis cases often go unreported; therefore, the actual number of cases
each year may extend into the millions (McClane 1996). Porcine salmonellosis
alone accounts for $100 million in production costs nationally (Roof et al. 1992).
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The high costs and difficulties found in treating this disease may be attributed in
part to the invasive nature of this organism. Salmonella enterica serotype
Typhimurium, one of the predominant serovars of this pathogenic organism, is a
gram-negative, flagellated, facultative anaerobe commonly found within the
gastrointestinal tract of infected swine, cattle, poultry, and man (Roof et al. 1992).

Transmission of this organism generally occurs through a fecal-oral route
of a relatively high infective dose (10°—10** CFU/mI) (Roof et al. 1992, McClane
1996). Upon ingestion, Salmonella pass through the stomach and colonize
primarily in the ileal portion of the small intestine (Roof et al.1992, McClane
1996). A crucial factor in establishing an infection is the organism’s ability to
adhere to and permeate the host’s intestinal epithelium (Isaacson et al. 1992,
Mclane 1996). Invasion of enterocytes and membranous cells located on the
Peyer’s patches and stimulation of humoral and specific iImmune responses
results in diarrhea, abdominal cramping, fever, nausea, vomiting, and in
immunocompromised subjects, death (Abbas et al. 1997, Procyk et al. 1999).
These effects are frequently enhanced during stressful conditions (i.e. weaning,
crowding, and transportation) in swine production (Roof et al. 1992, Isaacson et
al. 1999).

Zoonotic spread of Salmonella has been documented primarily through
the food chain (contaminated meat); however, a secondary route of infection
between livestock and farm and processing plant personnel has been identified
as well, thus causing concern among healthcare specialists (Novick 1981,
Holmberg et al. 1984). Adding to the complexity of the situation, swine with
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chronic Salmonella infections that are asymptomatic become subclinical carriers,
making detection more difficult at the slaughtering plant (Isaacson et al. 1999).

Administration of antibiotics has been shown to reduce the incidence of
Salmonella in swine, although simultaneously increasing the number of resistant
isolates (Ebner et al. 2000). Moreover, Holmberg et al. (1984) linked
contaminated hamburger meat originating from beef cattle administered
subtherapeutic levels of chloramphenicol for growth promotion to an outbreak of
human salmonellosis. It has also been suggested that human use of antibiotics
in a portion of the cases led to the selection of resistant organisms and clinical
expression of possible asymptomatic infections (Holmberg et al. 1984). Findings
from this report were comparable to another human outbreak of Salmonella
enterica serotype Newport involving hamburger from a dairy farm administering
subtherapeutic levels of chloramphenicol (Spika et al. 1987). The ability of
pathogenic Salmonella to transfer resistance genes similar to these to indigenous
E. coli broadens the pool of resistant organisms threatening human health
(Timoney 1978).

Another aspect of significant clinical importance is the emergence of a
particular strain of Salmonella, Salmonella Typhimurium DT104 that exhibits
resistance to as many as five antimicrobials including, ampicillin,
chloramphenicol, streptomycin, sulfonomides, and tetracycline (R-type ACSSuT)
(Angulo 1997). Resistance of this organism has been found to be
chromosomally integrated, allowing for prolonged resistance regardless of
antibiotic withdrawal (Threfall et al. 1994). First isolated in the United Kingdom in
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1984, detection of DT104 in humans and animals has been reported in the
United States, Denmark, Germany, France, and Canada (Angulo 1997). Annual
estimated economic costs from DT104 in the United States range from $67-$900
million (Akkina et al.1999). Prevalence of DT104 in humans has increased
significantly (0% in 1980; 14% in 1985; and 38% in 1990) as noted in a study
testing R-type ACSSuT S. Typhimurium isolates from 11 states in the U. S.
(Glynn et al. 1998). Possible risk factors associated with the spread of
pathogenic organisms similar to DT104 are antibiotic exposure and exposure to
various stressors (overcrowding and transport) (Akkina et al. 1999). These
findings emphasize the need to implement proper management conditions and
prudent use of antibiotics at the farm level, as well as in human medicine in order

to minimize the spread of antibiotic resistance.
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3. MATERIALS AND METHODS

Animals, Housing, and Treatments

Fifty-eight pigs (18 days old) with no history of antibiotic exposure were
obtained from the University of Tennessee Blount Swine Research Station for
this analysis. Pigs were weaned and transported to the Johnson Animal
Research Teaching Unit (JARTU) for the conduction of the experiment.

Upon arrival at JARTU, all pigs were challenged intranasally with 10** CFU
of Salmonella enterica serovar Typhimurium (S. Typhimurium) (National Animal
Disease Center, Ames, lowa), containing a nalidixic acid resistance marker for
selected detection of the challenge organism. Inoculum was prepared from
select colonies incubated 24 h at 37°C on XLT4 agar (Difco, Sparks, MD)
containing 50 ug/ml of nalidixic acid (Sigma, St. Louis, MO). Colonies were
transferred to flasks containing 200 ml Nutrient Broth (Becton Dickenson Sparks,
MD) and incubated 18 h at 37°C in a shaking incubator.

Pigs were randomly assigned to one of eight separate treatment rooms
summarized in Table 1(All table and figures are located in the Appendix). All
groups were managed under optimal housing conditions according to NRC
recommendations with adjustments for stressed treatments. Lighting for alll
rooms consisted of 12 h of light and 12 h of dark. Ad libitum access to feed and
water was applied to all treatments. Diets were formulated for starters and

feeders/growers, as represented in Tables 2 and 3.
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The control group (Control-1) received no exposure to the feed-based
antibiotic, apramycin sulfate (ApralanType B Elanco Animal Health Division of El
Lily) and was housed under optimal conditions. Control-2 pigs were raised under
identical conditions but fed subtherapeutic levels of apramycin (150g/ton for 14d)
in their diet. The same antibiotic concentration was administered to all stressor
treatments for the allotted time period. A thermal deficit of 6°C was maintained in
the cold stress treatment compared to the Control-1. Similarly, an elevation of
6°C from the Control-1 group was sustained in the heat stressed room. Relative
thermal adjustments for growth were made for all rooms throughout the study
(NPPC 1996). Oxytetracycline pigs were administered subtherapeutic levels of
oxytetracycline (100g/ton TM-50 Type A Pfizer Inc.,Exton, PA), in addition to
apramycin upon initiation of treatments and continuing throughout the study. The
poor sanitation room was cleaned on a monthly basis, in contrast to the Control-1
cleaning regimen of three times a week. Pigs in the overcrowding treatment
were held at a 30% reduction in floor space. To accomplish this, 10 pigs were
placed into a typical nursery pen compared to the standard 6 pigs. Adjustments
in pen size according to growth maintained crowding conditions in finisher pens.
In the intermingling treatment, six pigs received apramycin and were allowed
nose-to-nose contact and fecal exchange with adjacent pens containing a total of
6 additional pigs with no previous exposure to apramycin.

All rooms were cleaned and sanitized thoroughly prior to the study.

Proper biosecurity precautions were taken before and after entrance and exit

from each room. During feeding and cleaning, authorized personnel wore
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disposable coveralls (Fisher, Suwanee, GA), gloves (Microflex, Malaysia), and
plastic boots (Nasco, Ft Atkinson, WI), changing coveralls and gloves between
rooms. Foot baths were used before and after entrance and exit from rooms,
respectively. Rooms were cleaned three times per week with the exception of
the crowding and poor sanitation treatments. The overcrowding room was
cleaned three to four times a week to simulate a similar sanitation condition as
the control without apramycin.

Pigs were housed in nursery crates (4’ X 4°) for one month at which point
they were transferred to elevated (6”), grated finishing pens (8’ X 8’, with the
exception of the overcrowding treatment, which was adjusted accordingly)
located in the same treatment rooms. Each group was administered apramycin,
two days post-inoculation (day 2), with the exception of the Control-1 group.
Apramycin administration was continued for 14 days (maximum label use)
according to recommendations for the prevention of colibacillosis (Gorham et al.
1988). Management and environmental treatments were applied seven days
post-challenge (day 7) to allow for acclimation. At the end of the study (day 148)
one half of the pigs from each treatment were mixed and transported to a
common holding facility (Plateau Experiment Station, Crossville, TN)
approximately one and a half hours away to test for effects of mixing and
transport on antibiotic resistance. Fecal samples were taken prior to and 24h

after transport (day 149) and processed accordingly.

29

www.manaraa.com



Sampling and Microbiological Analysis

Two fecal swabs (Fisherbrand Dacron Sterile Swabs, Houston, TX) were
taken from each pig prior to inoculation (day 0) and again on days 2, 7, 14, 28,
64, 148 (prior to shipping), and 149 (post-shipping) for the recovery of S.
Typhimurium, commensal Escherichia coli, and commensal Enterococcus
faecalis. A maximum of 48 bacterial isolates of each organism were taken from
each treatment group. Swabs were then transported in sterile glass tubes (60 X
150 mm, Fischer Scientific, Pittsburgh, PA) on ice to the laboratory for
microbiological analysis.

For the isolation of E. faecalis one fecal swab tip from each pig was
placed in stomacher bags (Seward Model 80 Tekmar, Cincinnati, OH) containing
80ml of Enterococcosel Broth (Becton Dickenson, Sparks, MD) for 24h at 35°C
for enrichment. Sodium azide serves as the selective agent for gram-positive
bacteria in this media. Hydrolysis of esculin in the presence of bile, which is
characteristic of enterococcus, is indicated by a change in color of medium from
brown to black.

From this culture 10ul were transferred to Steptosel Agar plates (Beckton
Dickinson, Cockeysville, MD) containing 0.04% potassium tellurite, as a selective
agent for E. faecalis, (Sigma, St. Louis, MO) and incubated at 35°C for 48h.
APIStrep strips (Vitek bioMerieux, Syosett, New York) were used for a series of
biochemical tests for the confirmation of randomly selected bacteria.

The second swab was streaked onto lactose MacConkey agar (Difco,

Sparks, MD) and incubated for 24h at 37°C for the isolation of E. coli. Isolates
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were transferred to Trypticase Soy Agar plates containing 5% defibrinated sheep
blood (Beckton Dickinson, Cockeysville, MD) and incubated for another 24h at
37°C to select for non-hemolytic colonies characteristic of enterotoxigenic E. coli
(Gorham et al. 1988, Hampson et al. 1985).

The second swab was placed in 2 ml of Mueller-Hinton Il cation adjusted
broth (MH II) (Becton Dickenson, Sparks, MD). The tip of the swab and 1 mL of
broth was transferred to a stomacher bag containing 80ml of tetrathionate broth

(Difco, Sparks, MD) and incubated at 42°C for 24h for enrichment of S.

Typhimurium. Ten microliters of the tetrathionate culture were plated onto XLT4
agar, containing 50ug/mL nalidixic acid, and incubated for 24h at 37°C.
Biochemical confirmation of the challenge organism was completed upon
incubation of suspect colonies at 37C on Triple Sugar Iron (TSI) (Difco, Detroit,
MI) and Lysine Iron Agar (LIA) (Difco, Detroit, Ml) slants (McClane 1996).

Confirmed isolates of S. Typhimurium in TSI slants yielded acidic
reactions (yellow) in the butts of tubes (indicating glucose fermentation), alkaline
slants (red), and hydrogen sulfide production (black) (McClane 1996).

LIA media tests for the decarboxylation of lysine, fermentation of sugars,
and production of hydrogen sulfide. Inoculation of S. Typhimurium into LIA slants
results in an initial acidic reaction (fermentation of glucose), which is reversed by
the rapid decarboxylation of lysine, resulting in a purple (alkaline) tube (Difco
Manual 1984). Black coloring throughout the tube (hydrogen sulfide production)

is indicative of another characteristic of S. Typhimurium. The hydrogen sulfide
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produced from sodium thiosulfate reduction reacts with the ferric ammonium

citrate to generate a blackening of the media (Difco Manual 1984).

Antibiotic Resistance Testing

Confirmed bacterial isolates were tested for sensitivity to apramycin
sulfate (Sigma, St. Louis, MO), ceftiofur sodium (Naxcel, Pharmacia & Upjohn
Co., Kalamazoo, MI), oxytetracycline (Sigma, St. Louis, MO), and sodium
sulfamethazine (Sigma, St. Louis, MO) via minimum inhibitory concentration
(MIC) broth dilution method according to National Committee for Clinical
Laboratory Standards (NCCLS). For this analysis, bacterial isolates were grown
individually to a McFarland standard of 0.5 (»108 CFU/ml) in 5ml MH II broth
cation adjusted (Becton Dickenson, Sparks, MD) at 37°C for E. coliand S.
Typhimurium and 35°C for E. faecalis (NCCLS 1997). Once adjusted to
required concentration, 25.3ul of culture was transferred to 2.5ml of a 1:10
dilution mixture of sterile water and MH Il broth. Fifty microliters of this solution
were then promptly transferred to microtiter trays for analysis, resulting in a final
bacterial concentrations of approximately 5 x 10° CFU/mL, as recommended by
NCCLS (1997). Microtiter plates consisted of twelve columns and eight rows.
The top row was loaded with 50ul of MH Il and a solution of one of the four
antibiotics. Two-fold serial dilutions were carried down the rows, leaving the final
row without antibiotics to serve as a control. The twelfth column was reserved for
a control strain for each bacterium tested (i.e. E. coli “coast” ATCC 29922, S.

Typhimurium 798 4232, E. faecalis ATCC 29212), of which known MIC values
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had been reported. Breakpoints for antibiotics (referenced from NCCLS) and

antibiotic dilution ranges for each bacteria species are listed in Table 4.

Recovery of Salmonella Typhimurium via Necropsy

Recovery of S. Typhimurium dropped significantly after week 9 (day 64),
and was undetectable in oxytetracycline group for the remainder of the study. An
attempt to recover isolates from internal organs (palantine tonsils, duodendum,
duodenal contents, jejunum, jejunal contents, ileum, ileal contents, colon, colonic
contents, spleen, cecum, cecal contents, mandibular lymph nodes, and colonic
lymph nodes) of a randomly selected pig in the oxytetracycline treatment was
conducted 3 months post-challenge, according to methods previously described
by Wood et al. (Wood 1992). Samples were enriched in tetrathionoate broth, as
well as in selenite cysteine broth, and plated as previously described for

detection of S. Typhimurium.

Re-inoculation of Salmonella

Continued failure to recover S. Typhimurium, led to an attempt to re-
inoculate pigs from the oxytetracycline group using an isolate from previous
sample in that treatment. Preparation of inoculum was prepared identically to the
initial inoculation with the exception that the isolate originated from the
oxytetracycline group. A dose of 10° CFU/ml was intranasally administered to

each pig within the group. Pigs from this group were sampled two and three
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days following re-inoculation, producing positive results; however, isolates of S.

Typhimurium were not detected on the following scheduled sample dates.

Statistical Analyses

A completely randomized design with replication was used to compare the
eight treatments (control, control with apramycin, cold stress, heat stress,
overcrowding, intermingling, low sanitation, and oxytetracycline). Each pen
consisted of six pigs, with each pig representing an experimental unit. Analysis
of variance was conducted using mixed model procedures to determine the
effects of treatments and interactions of time by treatment (8 samplings) and
mixing and transport (SAS 1997). Least squares means were computed and
compared using a least significance difference at P = 0.05. Sensitivity to
antibiotics and the number of resistant isolates from each treatment group were
compared using least squares means estimates of the linearized breakpoints (i.e.
if MIC was <2 then=0; if 2 then=1, if 4 then=2; etc) (SAS Mixed Procedure, SAS
1999). Unequal variances were allowed when necessary. Percentage of
resistant organisms and multiple resistance was determined using Proc Freq

SAS.
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4. RESULTS

E. coli

Results from the E. coli data illustrated the most pronounced effects of
stressors on the development of antibiotic resistance. Control-1 isolates
exhibited the lowest resistance throughout the study, indicating biosecurity
between rooms was maintained throughout the study. Significant (P <. 0001)
Treatment effects and Time differences within treatments were noted with
resistance to apramycin (Figures 1 and 2). Peak resistance developed in
remaining rooms by day 14. Upon withdrawal of apramycin, control-2 levels of
resistance returned to baseline levels, whereas stressed groups maintained
greater MIC values through day 28 (P < .05). Cold stress, overcrowding, and
oxytetracycline treatments demonstrated higher MIC values for as long as day 64
before returning to baseline. Although there was a slight increase in MIC values
in all groups following transport with the exception of control-1 and the poor
sanitation, post transportation MICs were not significantly different from pre-
transportation levels. E. coli remained susceptible to ceftiofur in all treatment
groups throughout the study.

Time differences within treatments, as well as Treatment effects, were
noted for ceftiofur, oxytetracycline and sulfamethazine (P <.05) (Figures 3-8).
Although Treatment as well as Time differences within treatments were noted for
ceftiofur, all isolates remained sensitive to that antibiotic throughout the course of

the study.
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High levels of resistance to oxytetracycline (beyond the range of our
detection) were exhibited by the majority of isolates from the beginning of the
study; therefore, no enhanced effects of treatment application were measured.
There was a general increase in MICs for sulfamethazine as the study
progressed, with a slight decline between days 148 and 149 for all treatment

groups.

Salmonella Typhimurium

S. Typhimurium was recovered from most pigs between days 0 and 64,
with concentrations declining after day 28. Throughout the study Salmonella
isolates remained susceptible to apramycin and ceftiofur with no significant
treatment effects being noted, whereas effects were detected for oxytetracycline
and sulfamethazine (Figures 9-16). Time differences within treatments (P < .05)
were noted with apramycin, ceftiofur, oxytetracycline and sulfamethazine. In all
treatments throughout the study Salmonella remained susceptible to apramycin
and ceftiofur, demonstrating only slight variations in MICs.

MICs for oxytetracycline in the group administered oxytetracycline
demonstrated a general rise in resistance after application of that antibiotic and
continued through day 28. Unfortunately, inability to detect Salmonella at later
sampling dates hindered further evaluation of this potential trend. Isolates from
heat, cold, intermingling and the control with apramycin pigs remained
susceptible throughout the study. Poor sanitation pigs yielded a general decline
in MICs throughout the test period. Interestingly, isolates from the control without
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apramycin generally exhibited the greatest MICs throughout the study; however,
resistant organisms were traced back to a single pig in the majority of the cases.

Resistance to sulfamethazine increased steadily among isolates from the
crowded pigs, whereas all other treatments exhibited a reduction of resistant
isolates by day 14 followed by a general increase that was maintained until
detection of Salmonella ceased. Effects of transport on Salmonella resistance
could not be determined due to lack of recovery of the challenge organism

beyond the day 64.

Enterococcus faecalis

Despite numerous attempts to recover E. faecalis, detection immediately
following antibiotic administration and stressor initiation (days 7 and 14) dropped
substantially, but returned to original levels by day 149. Data in Figures 17-24
reflect the MICs of isolates recovered from the eight treatment rooms. Time
differences within treatments (P < .05) were observed for all treatments when
tested against apramycin and ceftiofur, while Treatment effects (P < .05) were
noted for all antibiotics. A complete analysis of resistance trends was not
possible due to the lack of recovered isolates on days 7,14, and 28, which were
critical dates for detecting resistance development among E. coli. The
dependability of results produced for these sample periods was questionable due
the low recovery rates; consequently, no conclusions or inferences have been
made. High levels of resistance to apramycin (>500 ug/ml) were detected for
cold, crowding, and oxytetracycline groups on day 148, whereas remaining
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treatments exhibited resistance at lower levels throughout the study. Although
varying in degrees, E. faecalis isolates generally exhibited resistance to all

antibiotics throughout the study.
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5. DISCUSSION
Controlled studies evaluating the effects of various environmental
stressors on the development of antibiotic resistant bacteria from pigs have been
limited due to the difficulty in controlling the numerous influential factors
associated with their natural environments. This study was designed to evaluate
the effects of certain stressors associated with swine production systems on
antimicrobial resistance by altering specific factors within a controlled

investigation.

Salmonella Typhimurium

Detection of the challenge organism from some pigs just prior to
challenging may be explained by the method in which pigs were inoculated.
Following treatment assignments, each pig was sampled, challenged
intranasally, and tagged, respectively. Only those pigs that were processed last
in each treatment group yielded isolates of our challenge strain that was marked
with nalidixic acid for recovery purposes. It is possible that upon placing the
processed pigs back into the pen, those pigs may have come into direct contact
with the pigs that had not yet been processed.

It should also be noted that those isolates detected on day 0
demonstrated substantially higher levels of sensitivity to oxytetracycline and
sulfamethazine than any other sample date throughout the study. This may
indicate that the challenge organism underwent a change in resistance

expression upon exposure to animal tissue or the ambient environment. This
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expression may have been induced by the organism’s environmental change
from that of a culture medium to a physiological atmosphere.

All pigs exhibited yellow watery diarrhea 24 hours post-inoculation, which
has been identified as a primary clinical sign of infection with S. Typhimurium
(Roof et al. 1992). Although clinical signs ceased after day 2 post-challenge,
detection of Salmonella isolates up to day 64 indicated that pigs maintained a
carrier status throughout the majority of the study. Although to a slightly lesser
degree, the duration of Salmonella excretion is reflective of a past study,
documenting loss of detection after day 70 (Ebner et al. 2000). However, that
study was conducted on a farm that had been in existence for over thirty years,
whereas this experiment was conducted at a fairly new research center built less
than 3 years ago. A similar study also conducted at JARTU reported loss of
Salmonella detection 8 weeks post-challenge, which is comparable to our loss at
9 weeks (Jackson 2000 unpublished). Duration of infection has been reported to
be dependent on host environment, adhesiveness of the organism, uptake of the
organism by host cells, and release into intestines; therefore, it was unusual that
detection of Salmonella dropped in the poor sanitation room within the same time
period as the other treatments (Isaacson et al. 1992). This may be attributed to
the fact that pens were raised 6 “from the ground, reducing the possibility for re-
inoculation via fecal-oral route. It is believed that animals in this room were
stressed nonetheless, due to the increased numbers of flies and feces.

Although a previous study detected the persistence of Salmonella in the internal
organs in swine up to 28 weeks, our attempt to recover the challenge organism
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from the lymph nodes, tonsils, and intestinal lining after day 64 failed, indicating
that pigs had eliminated the organism from both its gastrointestinal and other
systems (Wood et al. 1989). Contrary to previous findings, the application of
stress had no significant impact on duration of shedding.

The lack of detection of Salmonella in the later stages of the study
prevented the analysis of effects of transportation on antimicrobial resistance
development. Although the stress of transport has been associated with
increased excretion of Salmonella from pigs in carrier states (Corrier et al. 1990,
Isaacson et al. 1992), this was not evident in our study. Complete elimination of
the challenge organism from the bacterial pool may have contributed to this
result, despite the increase in gut motility combined with other effects of stress
(gut pH alteration, immune suppression) that would normally promote excretion
of foreign organisms. Based on findings from previous studies, we expected to
detect an increase in resistance levels following transportation had we been able
to isolate Salmonella following transportation (Langlois et al. 1999, Corrier et al.
1990).

The high levels of sensitivity for E. coli and Salmonella to apramycin and
ceftiofur throughout the study in comparison to those found in oxytetracycline and
sulfamethazine may be attributed to the combination of the widespread use of
the latter two antibiotics in the livestock industry and acquired resistance
(Prescott 1993). Both apramycin and ceftiofur are relatively new drugs approved

for use in the 1980s and 90s respectively, whereas oxytetracycline and
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sulfamethazine have been routinely used for growth promotion and disease
treatment and prevention since the 1950s (Nichols 1991, Mortensen et al. 1996).

Additionally, the invasive nature of Salmonella inhibits contact and transfer
of resistance from non-invasive resistant organisms such as E. coli and E.
faecalis (McClane 1996). This characteristic of Salmonella also protects the
organism from exposure to the antibiotic. Apramycin is poorly absorbed across
the intestinal epithelium due to its low degree of lipid solubility (Mortensen et al.
1996). Limited exposure, in turn, reduces the potential for resistance
development.

Resistance to oxytetracycline was expected to develop in the
oxytetracycline group around day 28, based on findings from previous research;
however, as a similar trend appeared to be developing in Salmonella, detection
of that organism subsided (Ebner et al. 2000). MICs for poor sanitation were
initially significantly higher at day two relative to intermingling, cold stress, and
overcrowding treatments but gradually declined to levels comparable to other
groups by the end of Salmonella detection. It is unlikely that effects of apramycin
administration or stress were influential in resistance development as neither
antibiotic nor stressor treatment had yet been applied. Although these results
are perplexing, levels of resistance for all treatments remained considerably low
throughout the study. Throughout the study MICs within the overcrowding
treatment were consistent with other rooms, excluding day 14, which yielded a
substantial increase in resistance levels. All resistant bacteria were isolated from
3 of the 10 pigs in the treatment. Several factors may have contributed to the
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development of resistance among these isolates. It is possible that either these
pigs were stressed more than others for that day, therefore eliciting expression of
resistance to oxytetracycline, or interaction with other resistant organisms (E.
coli, E. faecalis) may have conferred R-factors to those Salmonella isolates. It
should be noted that no such increase was noted with any other antibiotic for this
day.

Although all treatments generally demonstrated a decline in
sulfamethazine resistance by day 14, followed by a return to initial levels by day
64, isolates exhibited high MICs throughout the study. An exception to this was
the crowding room, which was characterized by a gradual increase in resistance
throughout the course of the study. The frequent occurrence of sulfamethazine
resistance in production environments as a result of its widespread usage was

reflected in the high incidence of resistance detection within all treatments.

E. coli

E. coli exhibited the most pronounced effects of stress on apramycin
resistance development. The emergence of apramycin resistant organisms
following subtherapeutic administration paralleled findings from previous
research investigating the impact of antibiotic supplementation on resistance
development (Langlois et al. 1983, Mathew et al. 1998). Resistance, although
detected in all treatments receiving apramycin, was prolonged in stressed
treatments, particularly cold stress, crowding, and intervention with a second
antibiotic (oxytetracycline), relative to the control receiving apramycin. This
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tendency suggests that the application of stress, coupled with subtherapeutic
antibiotic administration may have stimulatory effects on resistance development.

The prominence of resistance in the cold stressed group may be reflective
of younger pigs’ inherent tendency to be less tolerant of colder temperatures than
mature pigs, which may, in turn, result in higher levels of stress. Heat stress
appeared to be less influential, as high MIC levels were prolonged relative to
either of the controls, but less intense and for a shorter time compared to that of
the cold stressed pigs.

While transfer of resistance from pigs fed apramycin to pigs with no
exposure to the antibiotic in the intermingling treatment cannot be directly
associated, resistant isolates were recovered from the additional pigs during the
same period in which shedding of resistant E. coli from the antibiotic treated pigs
was detected. However, resistance within the non-antibiotic pigs was
substantially lower, yielding only one resistant isolate at peak resistance and five
for the following two days combined. Based on results from this study, it appears
that increasing the pig numbers may enhance the effects of stress on resistance
development. Increasing the number of pigs in a pen has also been associated
with decreased levels of B cell proliferation, which has been associated with an
increase in stress (Pohl et al. 1999).

Increased detection of resistant organisms within the oxytetracycline
group suggested intervention with a second antibiotic may also promote
resistance. Although apramycin and oxytetracycline belong to two different
classes of antibiotics (aminoglycosides and tetracyclines, respectively), their
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general mechanisms of action are similar (targeting the 30s ribosomal unit in
protein production). It has been suggested that the “predominant” mechanism of
resistance to apramycin is due to aminoglycoside modifying enzymes, but may
also be a result of decreased transport across cell membranes or modification of
the ribosome, itself (Mortensen et al. 1996). Based on these results, the
possibility of a connection between resistance development for both of these
antibiotics should not be eliminated.

While the poor sanitation treatment demonstrated higher MIC levels for a
longer duration than either of the controls, isolates from these pigs maintained
resistance for a shorter period than expected. This may be attributed to the
elevation of the pens. Although increases in fly numbers and the presence of
ammonia added to the stress of the pigs, a reduction of potential for constant
exposure to fecal matter may have limited the opportunity for re-infection by
resistant organisms. In future studies this factor should be taken into
consideration.

It may be possible that E. coli elicited a stronger response in resistance to
apramycin than Salmonella because it is a resident organism of the gut. This
gives E. coli an advantage over Salmonella in that, as an established organism,
there are higher numbers and less chance of elimination by the immune system.

Acute stress such as transportation has been documented to increase gut
motility thereby, intensifying excretion of intestinal contents (Barone et al.1990).
Previous research has also associated this increase with the increased shedding
of resistant organisms (Langlois et al. 1999). Slight elevations in MICs 24 h
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post-transport were noted, however, no statistical difference was detected. A
previous study detected increase resistance within 1h post-transport and to a
lesser degree 24h post-transport (Langlois et al. 1999). It is possible that we
missed the optimal time for shedding of resistant organisms by waiting 24h to
sample. For future studies, a sampling at 1 and 24 hours post-transport could
offer a better insight as to the effects of transportation on resistance
development.

The high levels of sensitivity to ceftiofur for E. coli within all treatments
throughout this study reflect of the strict limitations on use of ceftiofur in the
livestock industry and the effective nature of the drug against gram-negative
bacteria (Prescott 1993).

In contrast, the widespread use of tetracyclines has contributed to the rise
in resistance among a growing number of organisms. E. coli isolates generally
reflected this trend in the expression of resistance continuously throughout this
study. Research has found that detection of resistance to oxytetracycline no
longer is primarily associated with antibiotic administration (Guinee 1971).
Furthermore, those organisms that do develop resistance from antibiotic
administration tend to express those genes for months and even years (Guinee
1971, Langlois 1983).

The extensive agricultural use of sulfamethazine in the past has also
contributed to an increased number of resistant organisms. Resistance in this
experiment was detected for all treatments after the first sampling ranging from
13-60% of all E. coli isolates over the course of the study. High fluctuating levels
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of resistance within our control without antibiotic exposure, suggests that
expression of resistance, similar to the situation of oxytetracycline, is no longer
primarily dependent on antibiotic exposure. However, in the control administered
apramycin, there was a reduction in resistant organisms following removal of the
drug; therefore, influence of antibiotic therapy may be a possible factor in
resistance development. The effects of stress in combination with antibiotic
administration, however, were difficult to determine. It appears that resistance
remained relatively constant or gradually increased for all treatments throughout
the study. Pigs administered oxytetracycline were among those exhibiting
increased levels of resistance to sulfamethazine. Although this increase may not
be directly related to the antibiotic treatment, this possibility should be considered

in future experiments.

E. Faecalis

Failure to isolate E. faecalis throughout the study may have been
associated with the colonization of the challenge organism. As detection levels
of S. Typhimurium waned after day 5, fecal E. faecalis concentrations returned to
normal levels. Antagonism between indigenous colonic microflora and
pathogens often results in a reduction of the pathogenic organism (Ushijima et al.
1991). However, the high dose of Salmonella in this study may have had an
inhibitory effect on E. faecalis upon infection. A combined effect of immune
clearance and re-establishment of gut microflora may have resulted in the
simultaneous reduction of Salmonella and increase in E. faecalis. Although
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reliable resistance trends were not detectable in this study an evaluation of the
general characteristics of resistance were made. E. faecalis generally
demonstrated higher MICs than either E. coli or Salmonella for all antibiotics.
Intrinsic resistance has been associated with E. faecalis against low levels of
aminoglycosides and various cephalasporins, which would explain the high
percentage of isolates resistant to ceftiofur across all treatments and days
(Knudtson 1993).

Alternatively, E. faecalis has also exhibited acquired resistance to
oxytetracycline and high levels of aminoglycosides (HLAR) (Knudtson 1993).
Knutdson et al. (1993) reported as high as 88% of pork isolates from slaughtering
plants to be resistant to oxytetracycline, whereas in this study all isolates
exhibited resistance to oxytetracycline. Previous research has indicated that
increased resistance to oxytetracycline paralleled administration of antibiotics
(Kaukas 1988). However, high percentages of resistant isolates in the control
without exposure to antibiotics indicated that resistance expression may have
been attributed to the high frequency of resistance genes within the population
rather than the influence of antibiotic therapy.

The significance of the establishment of high and low levels of resistance
is pertinent to synergistic treatment of E. faecalis infections in humans with
aminoglycosides and cell wall targeting agents (Rice 1995). Isolates exhibiting
HLAR are typically less responsive to the synergistic effects of this treatment.
The moderate to high levels of apramycin resistance detected among all isolates
in this study substantiate the concerns for treatment.
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The high incidence of multiple resistance exhibited by E. faecalis in
comparison to E. coli and S. Typhimurium further complicates treatment
concerns. These multiple resistance genes may then be transferred to
pathogenic strains through the same mechanisms as described earlier.

In conclusion, the exact mechanisms involved in the development of
antibiotic resistance in response to stressors are not fully understood. However,
changes within the host's physiological responses to stress (immune response
and gut motility) may play a significant role in determining resistance
development. As the host is subjected to less favorable conditions, the immune
system becomes compromised resulting in bacterial proliferation, possibly by
pathogenic strains. Transfer of resistance determinants from indigenous
microflora to these pathogenic organisms has been well documented and may
ultimately result in treatment failure (Chalsus-Dancla 1986). Further
complicating the situation, may be the successful elimination of susceptible
isolates through antibiotic therapy, whereas resistant organisms thrive due to

lack of competition.

Implications

The increased emphasis on rapid growth and disease prevention in animal
husbandry has amplified the use of sub-therapeutic levels of antibiotics.
Research linking this type of antibiotic administration to the emergence of
resistant bacteria has elicited a growing concern among consumers of
agricultural products as well as human medical experts. The objective of this
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study was to evaluate the impact of various environmental and management
conditions on bacterial resistance in swine production. Results indicate that the
development of E. coli resistance to apramycin is significantly increased upon
exposure to various stressors. This resistance may be maintained up to 7 weeks
following withdrawal of antibiotics from feed. Although S. Typhimurium did not
develop resistance in this study, the potential threat of resistance transfer from
commensal microflora to food borne pathogens remains a concern for health
care specialists. The findings in this study indicate that antibiotic resistance may
be controlled by the implementation of proper management strategies coupled
with the sensible application of antibiotics. In doing so, producers could
simultaneously maximize production efficiency and generate a safer product for

consumers.

www.manaraa.com



REFERENCES

51

www.manharaa.com




Abbas A. K. (ed), Lichtman A. H. (ed), Pober J. S. (ed).1997. Cellular and
Molecular Immunity. p243-363. W. B. Saunders Co. Philadelphia PA.

Akkina J. E., Hogue A. T., Angulo F. J., Johnson R., Petersen K. E., Saini P. K.,
Fedorka-Cray P. J., Schlosser W. D., 1999. Epidemiological Aspects,
Control, and Importance of Multiple-Drug Resistant Salmonella
Typhimurium DT104 in the United States. Journal of the American
Veterinary Medical Association. 214(6):790-798.

American Association for the Advancement of Science (AAAS). 1998. Bacteria
Build Up Immunity to Antibiotics. Science and Technology in Congress.

Angulo F. J., Human Health Aspects of Salmonella Serotype Typhimurium
Definitive Type 104 (DT104). 1997. United States Animal Health
Association: 1997 Proceedings. Available online:
http://www.usaha.org/speeches/hhasal97.html.

Animal Health Institute (AHI) Fast Facts. Available Online: http://ahi.org. 1999.

Animal Plant Health Inspection Service (APHIS) Factsheet. 1996. National
Animal Health Monitoring System.

Barone F. C., Deegan J. F., Price W. J., Fowler P. J., Fondacaro J. D., Ormsbee
[ H. S. 1990. Cold-Restraint Stress Increases Rat Fecal Pellet Output
and Colonic Transport. American Physiological Society. G329-G337.

Blackburn B. O., Schlater L. K., Swanson M. R. 1984. Antibiotic Resistance of
Members of the Genus Salmonella Isolated from Chickens, Turkeys,
Cattle, and Swine in the United States during October 1981 through
September 1982. American Journal of Veterinary Research. June.
45:1245-1250.

Blecha F., Kelley K. W., 1981. Effects of Cold Stress and Weaning Stressors on
the Antibody-Mediated Immune Response of Pigs. Journal of Animal
Science. 53(2): 439-447.

CAST. 1981. Antibiotics in Animal Feeds. In: Report No. 88. Ames IA: Council for
Agricultural Sciences and Technology.

Chaslu-Dancla E., Martel J., Carlier C., Lafonte J., Courvalin P., 1986.
Emergence of Aminoglycoside 3-N-Acetyltransferase IV in Escherichia coli
and Salmonella typhimurium Isolated from Animals in France.

Antimicrobial Agents and Chemotherapy. 29(2): 239-243.
52

www.manaraa.com



Corrier D. E., Purdy C. W., DeLoach J. R., 1990. Effects of Marketing Stress on
Fecal Excretion of Salmonella spp in Feeder Calves. American Journal of
Veterinary Research. 51(6): 866-869.

Corpet D. E. 2000. Mechanisms of Antimicrobial Growth Promoters Used in
Animal Feeds. Revue De Medecine Veterinaire. February. 151(2) 99-104.

Cromwell G. L. 1991. Antimicrobial Agents. In: E. R. Miller, D.E.Ullery, A. J
Lewis eds. Swine Nutrition, p297-314. Butterworth-Heinemann, Boston,
MD.

Difco Laboratories.1984. Difco Laboratories Inc. Difco Manual 10" Edition.
p535,1019, Detroit, MI.

Dunlop R. H., McEwen S. A., Meek A. H., Black W. D., Friendship R. M., Clarke
R. C., 1998. Prevalences of Resistance to Seven Antimicrobials Among
Fecal Escherichia coli on Thirty-Four Farrow-to-Finish Farms in Ontario,
Canada. Preventative Veterinary Medicine. 34:265-282.

Ebner P.D., Mathew A.G. 2000. Effects of Antibiotic Regimens on the Fecal
Shedding Patterns of Pigs Infected with Salmonella Typhimurium. Journal
of Food Protection. 63(6): 709-714.

Edwards E.A., Dean L.M.. 1977. Effects of Crowding Mice on Humoral Antibody
Formation and Protection the Lethal Antigenic Challenge. Psychosomatic
Medicine. 39:19-24.

Franci O., Amici A., Margarit R., Merendino N., Piccolella E., 1996. Influence of
Thermal and Dietary Stress on Immune Response of Rabbits. Journal of
Animal Science. 74: 1523-1529.

Glynn M. K., Bopp C., DeWitt W., 1998. Emergence of Multi-Resistant
Salmonella Typhimurium DT104 Infections in the United States. New
England Journal of Medicine. 338: 1333-133.

Gorham P. F., Schlegel B. F., Olson R. D., Ose E. E., Tonkinson L. V. 1988.
Dosage Studies Using Apramycin in Feed to Control Colibacillosis in
Weaned Pigs. Veterinary Medicine. Jan. 94-98.

Grant R. J. 1984. An Overview on Growth Promotants. In: J.D.Powers, T. E.
Powers eds. The Use of Drugs in Food Animal Medicine. p260-280. Ohio
State University Press. Columbus, OH.

Griffin J. F. T., 1989. Stress and Immunity: A Unifying Concept. Veterinary

Immunology and Immunopathology. 20(3): 263 — 312.
53

www.manaraa.com



Gustafson R. H. 1986. Antibiotics Use In Agriculture: An Overview. In: W.A.
Moats (ed.) Agricultural Uses of Antibiotics. p1-6. American Chemical
Society. Washington D. C.

Guinee P. A. M., 1971. Bacterial Drug Resistance in Animals. Annals New York
Academy of Sciences. 182(NJUN): 40-51.

Guyton A. C., Hall J. E. ed. 1996. Textbook of Medical Physiology 9™ Edition. W.
B. Saunders Co. Philadelphia, PA.

Haack B. J., Andrews R. E., Loynachan T. E., 1995. Isolation Of Enterococcus
Faecalis Exhibiting Conjugal Tetracycline From Swine Lot Outflow.
Available online:
http://www.nbiap.vt.edu/brarg/brasym95/haack95.htm

Harper A. F., Kornegay E. T., 1983. The Effects of Restricted Floor Space
Allowance and Virginiamycin Supplementation on the Feedlot
Performance of Swine. Livestock 10: 397-409.

Hays V.W. Benefits and Risks of Antibiotic in Agriculture. 1986. In: W.A Moats
(ed.) Agricultural Uses of Antibiotics. p74-87. American Chemical Society.
Washington D. C.

Hicks T. A., McGlone J. J., Whisant C. S., Kattesh H. G., Norman R. L. 1998.
Behavioral, Endocrine, Immune, and Performance Measures for Pigs
Exposed to Acute Stress. Journal of Animal Science. 76:474-483.

Hinton M., Hampson D. J., Hampson E., Linton A. H. 1985. A Comparison of the
Ecology of Escherichia coli in the Intestine of Healthy Unweaned Pigs
after Weaning. Journal of Applied Bacteriology. 58: 471-479.

Holmberg S. D., Osterholm T., Senger K. A., Cohen M.L., 1984. Drug-Resistant
Salmonella from Animals Fed Antimicrobials. New England Journal of
Medicine. 311(10): 617-622.

Hunter J. E. B., Shelly J. C., Walton J. R., Hart C. A., Bennet M. 1992.
Apramycin Resistance Plasmids in Escherichia coli: Possible transfer to
Salmonella typhimurium in Calves. Epidemiology and Infection. 108:274-
278.

Huycke M.M., Sahm D. H., Gilmore M. S., 1998. Multiple-Drug Resistant
Enterococci: The Nature of the Problem and an Agenda for the Future.
Emerging Infectious Diseases. 4: 239-249.

54

www.manaraa.com



Isaacson R. E., Kinsel M., 1992. Adhesion of Salmonella typhimurium to Procine
Intestinal Epithelial Surfaces: Identification and Characterization of Two
Phenotypes. Infection and Immunity. 60(8): 3193-3200.

Isaacson R. E., Fukins L. D., Weigel R. M., Zuckerman F. A., DiPietro J. A. 1999.
Effect of Transportation and Feed Withdrawal on Shedding of Salmonella
Typhimurium among Experimentally Infected Pigs. American Journal of
Veterinary Research 60(9): 1155-1158.

Israili Z. H. 1987. Bacterial Resistance to Antimicrobial Agents. In: S. S. Lamba,
C. A. Walker eds. Antibiotics and Microbial Transformations. p165-184.
CRC Press. Boca Raton, FL.

Jackson, F. R., Effects of Antibiotic Regimens on Bacterial Resistance. 2000.

Jarlomen H., Kemp G. 1969. R Factor Transmission in vivo. Journal of
Bacteriology. 99:487-490.

Jukes T. H. 1986. Effects of Low Levels of Antibiotics in Livestock Feeds. In:
W.A Moats (ed.) Agricultural Uses of Antibiotics. P112-126. American
Chemical Society. Washington D. C.

Kasuya, M. 1964. Transfer of Drug Resistance Between Enteric Bacteria Induced
in the Mouse Intestine. Jounral of Bacteriology. 88: 322.

Kaukas A., Hinton M., 1988. The Influence of the Growth Promoting Antibiotic
Mupirocin on the Enterococci of Fattening Pigs. British Veterinary
Journal.144:302-309.

Khatchatourians G.G. 1998. Agricultural Use of Antibiotics and the Evolution and
Transfer of Antibiotic-Resistant Bacteria. Canadian Medical Association
Journal. 159:1129-1136.

Knutdson L. M., Hartman P. A., 1993. Enterococci in Pork Processing. Journal of
Food Protection. 56(1):6-9, 17.

Knutdson L. M., Hartman P. A., 1993. Antibiotic Resistance Among Enterococcal
Isolates from Environmental and Clinical Sources. Journal of Food
Protection. 56(6):489-492.

Lacey R. W. 1984. Evolution of Microorganisms and Antibiotic Resistance. The
Lancet. November. 1022-1025.

Lamba S. S. 1987. Chapter 1. In: S. S. Lamba, C. A. Walker eds. Antibiotics and
Microbial Transformations. p3-5. CRC Press, Boca Raton, FL.

55

www.manaraa.com



Langlois B. E., Dawson K. A. 1999. Antimicrobial Resistance of Gram-Negative
Enteric Bacteria from Pigs in a Nonantimicrobial-Exposed Herd Before
and After Transportation. Journal of Food Protection. 62(7):797-799.

Langlois B.E., Dawson K.A., Stahly T.S., Cromwell G.L. 1984. Antibiotic
Resistance of Fecal Coliforms from Swine Fed Subtherapeutic and
Therapeutic levels of Chlortetracycline. Journal of Animal Science. 58: (3)
666-674.

Langlois B.E., Cromwell G.L, Stahly T. S., Dawson K.A., Hays V. W. 1983.
Antibiotic Resistance of Fecal Coliforms after Long-Term Withdrawal of
Therapeutic and Subtherapeutic Antibiotic Use in a Swine Herd. Applied
and Environmental Microbiology. 46: (6) 1433-1434.

Lenz H. J., Raedler A., Greten H., Vale W. W., Rivier J. E. 1988. Stress-Induced
Gastrointestinal Secretory and Motor Responses in Rats Are Mediated by
Endogenous Corticotropin-Releasing Factor. Gastroenterology. 95:1510-
1517.

Lewis R. L., 1995. The Rise of Antibiotic-Resistant Infections. FDA Consumer
Magazine. September. http://www.fda.gov.fdac/features/795_antibio.htm

Manie T., Brozel V.S., Veith W. J., Gouws P. A. 1999. Antimicrobial Resistance
of Bacterial Flora Associated with Bovine Products in South Africa. Journal
of Food Production. 62(6):615-618.

Mathew A.G., Upchurch W.G., Chattin S.E. 1998. Incidence of Antibiotic
Resistance in Fecal Escherichia coli Isolated from commercial swine
farms. Journal of Animal Science. 76:(2)429-434.

McClane B.A., Mietzner T. A. eds.1999. Microbial Pathogenesis. p61-96.,
Academic Press, London.

Miraglia G. J., Berry L. J. 1962. Enhancement of Salmonellosis and Emergence
of a Secondary Infection in Mice Exposed to Cold. Journal of Bacteriology.
84(6):1173-1180.

Moellering Jr. R. C.,1998. Enterococcal Resistance. National Foundation for
Infectious Diseases. 4(3): Available online:
http://www.nfid.org/publications/clinicalupdates/id/enterococcal.html

Molitoris E., Fagerberg D.J., Quarels D. J., Krichevsky M. 1., 1987. Changes in
Anitmicrobial Resistance in Fecal Bacteria Associated with Pig Transit
Time and Holding Times at Slaughter Plants. Applied Environmental
Microbiology. 53: 1307-1310.

www.manaraa.com



Moro M.H., Beran G.W., Hoffman L. J., Griffith R. W..1998. Effects of Cold
Stress on the Antimicrobial Drug Resistance of Escherichia Coli of the
Intestinal Flora of Swine. Letters in Applied Microbiology. 27: (5) 251-
254.

Morrow-Tesch J. L., McGlone J. J., Salak-Johnson J. L., 1994. Heat and Social
Effects on Pig Immune Measures. Journal of Animal Science. 72: 2599-
26009.

Mortensen J.E., Nanavaty J., Veenhuizen M. F., Shryock T.R. 1996. Reviewing
Apramycin’s Properties and Use in Controlling Colibacillosis in Pigs.
Veterinary Medicine. May. 473-477.

NCR-89 Committee on Confinement Management of Swine. 1984. Effect of
Space Allowance and Antibiotic Feeding on Performance of Nursery Pigs.
Journal of Animal Science. 58(4): 801-804.

National Committee for Clinical Laboratory Standards.1997. Performance
Standards for Antimicrobial Disk and Dilution Susceptibility Tests for
Bacteria Isolated from Animals. 17:(11) 1-63.

National Institute of Allergy and Infectious Diseases. 2000. Factsheet:
Antimicrobial Resistance. U. S. Department of Health and Human
Services.

National Pork Producers Council. 1996. Swine Care Handbook. Available online:
http://www.nppc.org/PROD/swinecarehandbook.html.

National Research Council. 1999. The Use of Drugs in Food Animals. National
Academy Press. Washington D. C.

National Research Council. 1998. Nutrient Requirements of Swine 10" ed.
National Academy of Sciences. Washington D. C.

Neu H. C., Gootz T. D., Antimicrobial Chemotherapy. Available Online:
http:/Awww.md.huji.ac.il/microbiol ogy/book/ch011.htm. 2000.

Nichols J. G. 1991. Center for Food Safety and Applied Nutrition: FDA Prime
Connection. http://vm.cfsan.fda.gov/~ear/MI91-2.html.
Novick R.P. 1981. The Development and Spread of Antibiotic Resistant
Bacteria as a Consequence of Feeding Antibiotics to Livestock. New York
Academy of Sciences. 23-59.

Owen R. A. R,, Fullerton J., Barnum D.A., 1983. Effects of Transportation,
Surgery, and Antibiotic Therapy in Ponies Infected with Salmonella.
American Journal of Veterinary Research. 44:46-50.

57

www.manaraa.com



Peterson P. K., Chao C.C., Moliter T., Mutaugh M., Strgar F., Sharp B. M. 1991.
Stress and Pathogensis of Infectious Disease. Reviews of Infectious
Diseases. 13:710-720.

Plain R.L. 1997. Trends in U.S. Swine Industry. U.S. Meat Export Federation
Pork Conference.

Plumb D. C. 1995. Veterinary Drug Handbook.

Prescott J. F. ed, Baggot J. D. ed 1993. Antimicrobial Therapy in Veterinary
Medicine 2™ ed. p144-150. Blackwell Scientific Publications Boston, MA.

Previte J.J., Berry L.J. 1962. The Effect of Environmental Temperature on the
Host-Parasite Relationship in Mice. Journal of Infectious Disease.
110:201-209.

Procyk K. J., Rippo M. R., Testi R., Hoffman F., Parker P. J., Baccarni M., 1999.
Distinct Mechanisms Target Stress and Extracellular Signal-Activated
Kinase 1 and Jun N-Terminal Kinase During Infection of Macrophages
with Salmonella. The Journal of Immunology. 163:4924-4930.

Pohl S. H., Hurley D. J.. Chase C. C. L. 1999. Thermal Environmental Effects
and Group Size on Growing Swine Performance. American Association of
Swine Practitioners. 427-432.

Purdue Research Foundation. 1996. Aminoglycoside Antibacterials.
http://vet.purdue.edu/depts/bms/courses/chrmx/aminogl.htm.

Rice E. W., Messer J. W., Johnson C. H., Reasoner D. J., 1995. Occurrence of
High-Level Aminoglycoside Resistance in Environmental Isolates of
Enterococci. Applied Environmental Microbiology. 61(1):374-376.

Roof M. B., Roth J. R., Kramer T. T. 1992. Porcine Salmonellosis:
Characterization, Immunity, and Potential Vaccines. The Compendium:
Food Animal. March. 14(3): 411-422.

Ross F. C. ed., 1986. Introductory Microbiology. p238-341. Scott, Foresman and
Co. Glenview, IL.

Roth J. A. 1985. Cortisol as a Mediator of Stress-Associated Immunosuppression
in Cattle. In: G. P Moberg, Animal Stress. p225-245. American
Physiological Society, Bethesda, MD.

Roura E., Homedes J., Klasing K. C., 1992. Prevention of Immunologic Stress

58

www.manaraa.com



Contributes to the Growth-Permitting Ability of Dietary Antibiotics in
Chicks. American Institute of Nutrition. 2383 — 2390.

SAS. SAS/STAT Users Guide (Version 6). Cary, North Carolina: SAS Institute
Incorporated;1990.

Saxton, A. M., 2001. Design and Analysis for Biological Research with SAS
Software®.

Southern Arizona Antimicrobial Resistance Survey (SAARS). 2000.
SAARS:Enterococcus spp. (Microbiology). Available online:
http://members.tripod.com/piece _de_resistance/SAARS/bugs/menteroc.ht
m.

Smith H. W. 1971. Observations on the In Vivo Transfer of R Factors. In: E. L.
Dulaney, A. J. Laskin eds. Annals of the New York Academy of Sciences.
p182: 80-90. New York Academy of Sciences, New York, NY.

Smith H. W., Tucker J. F. 1979. The Effect on the Virulence and Infectivity of
Salmonella typhimurium and Salmonella gallinarium of Acquiring Antibiotic
Resistance Plasmids from Organisms That Had Caused Serious
Outbreaks of Disease. Journal of Hygiene. 83 :305-317.

Spika J.S., Waterman S. H., Soo Hoo G. W., St. Louis M. E., Pacer R. E., James
S. M., Bisset M. L., Mayer L. W., Chiu J. Y., Hall B., Greene K., Potter M.
E., Cohen M. L., Blake P. A., 1987. Choramphenicol-Resistant Salmonella
Newport Traced Through Hamburger to Dairy Farms. The New England
Journal of Medicine. 316(10): 565-570.

Thayer D. W., Muller W.S., Buchanan R. L., Phillips J. G. 1987. Effects of NaCl,
pH, Temperature, and Atmosphere on Growth of Salmonella typhimurium
in Glucose-Mineral Salts Medium. Applied and Environmental
Microbiology. 53(6):1311-1315.

Threfall E. J., Rowe B., Ward L. R. 1993. A Compatrision of Multiple-Drug
Resistance in Salmonellas from Humans and Food Animals in England
and Wales, 1981 and 1990. Epidemiology and Infection. October.111: (2)
189-197.

Threfall E. J., Frost J. A., Ward L. R., Rowe B. 1994. Epidemic in Cattle and
Humans of Salmonella Typhimurium DT104 with Chromosomally
Integrated Multiple Drug-Resistance. Veterinary Records. 134: 577.

Timoney J. F. 1978. The Epidemiology and Genetics of Antibiotic Resistance of
Salmonella Typhimurium Isolated from Diseased Animals in New York.
Journal of Infectious Diseases. 137:1: 67-73.

59

www.manaraa.com



Tuchsherer M., Puppe B., Tuchsherer A., Kanitz E., 1998. Effects of Social

Status After Mixing on Immune, Metabolic, and Endocrine Response on
Pigs. Physiology and Behavior. 64(3): 353-360.

Ushijima T., Ozaki Y. 1991. Potent antagonism of Escherichia coli, Bacteriodes
ovatus, Fusobacterium varium, and Enterococcus faecalis, Alone or in
Combination for Enteropathogens in Anaerobic Continuous-flow Cultures.
Journal of Medical Microbiology. 22: 157-163.

Van de Klundert J. A. M., Vliegenhart J. S., 1993. PCR Detection of Genes
Coding for Aminoglycoside-Modifying Enzymes. Diagnostic Molecular
Microbiology. 547-552.

Wall, P.G., D. Morgan, K. Lamden, M. Ryan, M. Griffin, E. J. Threlfall, L. R.
Ward, and B. Rowe. 1994. A case control study of infection with an
epidemic strain of multi-resistant Salmonella typhimurium DT104 in
England and Wales. Com. Dis. Rep. 4:R130-R135.

Wallgren P., Wilen I. L., Fossum C., 1994. Influence of Experimentally Induced
Endogenous Production of Cortisol on the Immune Capacity in Swine.
Veterinary Immunology and Immunopathology. 42: 301-316.

Wood R. L., Rose R., 1992. Populations of Salmonella typhimurium in Internal
Organs of Experimentally Infected Carrier Swine. American Journal of
Veterinary Research. 53(5): 653-658.

Young B. A. 1981. Cold Stress as It Affects Animal Production. Journal of Animal
Science. 52(1):154-163.

www.manaraa.com



APPENDIX

61

www.manharaa.com




Table 1: Treatment Groups

Treatment Description Number of
pigs

Control without Apr Optimal production conditions 6

(Control-1)

Control with Apr Optimal conditions plus fed apramycin 6

(Control-2)

Cold Stress/Apr 6.5° C reduction in recommended 6
temperature plus apramycin treatment

Heat Stress/Apr 6.5° C increase in recommended 6
temperature plus apramycin treatment

Oxytetracycline/Apr Fed off label subtherapeutic levels of 6
oxytetracycline (100g/ton TM-50 Type A
Pfizer Inc.,) plus apramycin treatment

Poor Sanitation/Apr Monthly accumulation of manure plus 6
apramycin treatment

Overcrowding/Apr 30% reduction in floor space plus 10
apramycin treatment

Intermingling/Apr Apramycin treatment plus contact with 12

additional challenged pigs not exposed
to apramycin

Table 2: Diet Composition (Phase 1)"

Feed Ingredient

Percent of Diet (%)

Control  Apramycin  Apramycin

+Oxytetracycline

Corn 57.62 57.05 57.00
Soybean Meal (48% CP) 25.46 25.21 25.18
Premix? 2.62 2.59 2.59
Leanpak® 1.73 1.71 1.71
Liquid Energy® 2.10 2.07 2.07
Fat Mix? 10.483 10.37 10.36
Apramycin (7.5g/Ib) - 0.99 .99
Oxytetracycline (50g/Ib) - - .10
Total 100 100 100

"Based on a 20% protein, 1.01% lysine

& Co-op Swine Base Mix “50”

(Tennessee Farmers Cooperative, LaVergne, TN)

bCo-op L>E>A>N PAK (Tennessee Farmers Cooperative, LaVergne, TN)
¢ Liquid energy (Tennessee Farmers Cooperative, LaVergne, TN)
Co-op FAT MIX “30” (Tennessee Farmers Cooperative, LaVergne, TN)
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Table 3: Diet Composition (Phase 2)"

Feed Ingredient Percent of Diet (%)

Control  Apramycin  Apramycin
+Oxytetracycline

Corn (7.9% CP) 725 72.5 72.4
Soybean Meal (48% CP) 15.0 15.0 15.0
Premix® 25 2.5 25
Leanpak® 10 10 10.0
Liquid Energy® - - -
Fat Mix? - - -
Apramycin (7.5g/Ib) - - -
Oxytetracycline (50g/Ib)* - - .10
Total 100 100 100

*Oxytetracycline (50g/lb) was added (0.1% of diet) to Oxytetracycline treatment in all phase diets,
whereas all other treatments received the same diet after withdrawal of apramycin.
ZCo—op Swine Base Mix “50” (Tennessee Farmers Cooperative, LaVergne, TN)
Co-op L>E>A>N PAK (Tennessee Farmers Cooperative, LaVergne, TN)
"Based on a 18% protein, 0.83% lysine as recommended by NRC requirements (1998).

Table 4: Antibiotic Dilutions and Breakpoints (NCCLS 1996)

Antibiotic Dilution Range (ug/mL) Breakpoint (ug/mL)
Apramycin Sulfate  2-128 8-512 * 332 3512~
Ceftiofur Sodium 5-32 38

Oxytetracycline 2-128 316

Sulfamethazine 8-512 3256

* E. faecalis high-level resistance testing only
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Figure 1. Sensitivity to apramycin in E. coli isolated from pigs within control without apramycin,
control with apramycin, heat, cold, and crowding treatments over time

Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total number of isolates = 1175

C1 = control without apramycin, C2 = control with apramycin, Heat = Heat Stress, Cold = Cold
Stress, Crowd = Overcrowding

Time differences within treatments P < .0001

Treatment effects (P < .05)
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Figure 2. Sensitivity to apramycin in E. coli isolated from pigs within control without apramycin,
control with apramycin, poor sanitation, oxytetracycline, and intermingling treatments over time
Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total number of isolates = 1175

C1 = Control without apramycin, C2 = Control with apramycin, Sanit = Poor Sanitation, Oxy =
Oxytetracycline, Int = Intermingling

Time differences within treatments P < .0001

Treatments effects (P < .05)
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Figure 3. Sensitivity to ceftiofur in E. coli isolated from pigs within control without apramycin,
control with apramycin, heat, cold, and crowding treatments over time

Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 1178

C1 = control without apramycin, C2 = control with apramycin, Heat = Heat Stress, Cold = Cold
Stress, Crowd = Overcrowding

Time differences within treatments P < .05

Treatments effects (P < .05)
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Figure 4. Sensitivity to ceftiofur in E. coli isolated from pigs within control without apramycin,
control with apramycin, poor sanitation, oxytetracycline, and intermingling treatments over time
Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 1178

C1 = Control without apramycin, C2 = Control with apramycin, Sanit = Poor Sanitation, Oxy =
Oxytetracycline, Int = Intermingling

Time differences within treatments P < .05

Treatments effects (P < .05)
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Figure 5. Sensitivity to oxytetracycline in E. coli isolated from pigs within control without
apramycin, control with apramycin, heat, cold, and crowding treatments over time

Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 1176

C1 = control without apramycin, C2 = control with apramycin, Heat = Heat Stress, Cold = Cold
Stress, Crowd = Overcrowding

Time differences within treatments P < .0001

Treatments effects (P < .05)
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Figure 6. Sensitivity to oxytetracycline in E. coli isolated from pigs within control without
apramycin, control with apramycin, poor sanitation, oxytetracycline, and intermingling treatments
over time

Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 1176

C1 = Control without apramycin, C2 = Control with apramycin, Sanit = Poor Sanitation, Oxy =
Oxytetracycline, Int = Intermingling

Time differences within treatments P < .0001

Treatments effects (P < .05)
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Figure 7. Sensitivity to sulfamethazine in E. coli isolated from pigs within control without
apramycin, control with apramycin, heat, cold, and crowding treatments over time

Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 1173

C1 = control without apramycin, C2 = control with apramycin, Heat = Heat Stress, Cold = Cold
Stress, Crowd = Overcrowding

Time differences within treatments P< .0001

Treatments effects (P < .05)
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Figure 8. Sensitivity to sulfamethazine in E. coli isolated from pigs within control without
apramycin, control with apramycin, poor sanitation, oxytetracycline, and intermingling treatments
over time

Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 1173
C1 = Control without apramycin, C2 = Control with apramycin, Sanit = Poor Sanitation, Oxy =

Oxytetracycline, Int = Intermingling
Time differences within treatments P < .0001
Treatments effects (P < .05)
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Figure 9. Sensitivity to apramycin in S. Typhimurium isolated from pigs within control without
apramycin, control with apramycin, heat, cold, and crowding treatments over time

Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 727

C1 = control without apramycin, C2 = control with apramycin, Heat = Heat Stress, Cold = Cold
Stress, Crowd = Overcrowding

Time differences within treatments P < .05

Treatments effects (P > .05)
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Figure 10. Sensitivity to apramycin in S. Typhimurium isolated from pigs within control without
apramycin, control with apramycin, poor sanitation, oxytetracycline, and intermingling treatments

over time

Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter

Total Number of isolates = 727

C1 = Control without apramycin, C2 = Control with apramycin, Sanit = Poor Sanitation, Oxy =
Oxytetracycline, Int = Intermingling

Time differences within treatments P < .05

Treatments effects (P > .05)
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Figure 11. Sensitivity to ceftiofur in S. Typhimurium isolated from pigs within control without
apramycin, control with apramycin, heat, cold, and crowding treatments over time

Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 729

C1 = control without apramycin, C2 = control with apramycin, Heat = Heat Stress, Cold = Cold
Stress, Crowd = Overcrowding

Time differences within treatments P < .0001

Treatments effects (P > .05)
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Figure 12. Sensitivity to ceftiofur in S. Typhimurium isolated from pigs within control without
apramycin, control with apramycin, poor sanitation, oxytetracycline, and intermingling treatments
over time

Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 729

C1 = Control without apramycin, C2 = Control with apramycin, Sanit = Poor Sanitation, Oxy =
Oxytetracycline, Int = Intermingling

Time differences within treatments P < .0001

Treatments effects (P >.05)
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Figure 13. Sensitivity to oxytetracycline in S. Typhimurium isolated from pigs within control
without apramycin, control with apramycin, heat, cold, and crowding treatments over time
Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 630

C1 = control without apramycin, C2 = control with apramycin, Heat = Heat Stress, Cold = Cold
Stress, Crowd = Overcrowding

Time differences within treatments P <.05

Treatments effects (P < .05)
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Figure 14. Sensitivity to oxytetracycline in S. Typhimurium isolated from pigs within control
without apramycin, control with apramycin, poor sanitation, oxytetracycline, and intermingling
treatments over time

Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 630
C1 = Control without apramycin, C2 = Control with apramycin, Sanit = Poor Sanitation, Oxy =

Oxytetracycline, Int = Intermingling
Time differences within treatments P <.05
Treatments effects (P < .05)
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Figure 15. Sensitivity to sulfamethazine in S. Typhimurium isolated from pigs within control
without apramycin, control with apramycin, heat, cold, and crowding treatments over time
Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 729

C1 = control without apramycin, C2 = control with apramycin, Heat = Heat Stress, Cold = Cold
Stress, Crowd = Overcrowding

Time differences within treatments P < .0001

Treatments effects (P < .05)
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Figure 16. Sensitivity to sulfamethazine in S. Typhimurium isolated from pigs within control
without apramycin, control with apramycin, poor sanitation, oxytetracycline, and intermingling

treatments over time
Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in

micrograms per milliliter.

Total Number of isolates = 729

C1 = Control without apramycin, C2 = Control with apramycin, Sanit = Poor Sanitation, Oxy=
Oxytetracycline, Int = Intermingling

Time differences within treatments P < .0001

Treatments effects (P < .05)
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Figure 17. Sensitivity to apramycin in E. faecalis isolated from pigs within control without
apramycin, control with apramycin, heat, cold, and crowding treatments over time

Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 844

C1 = control without apramycin, C2 = control with apramycin, Heat = Heat Stress, Cold = Cold
Stress, Crowd = Overcrowding

Time differences within treatments P < .0001

Treatments effects (P < .05)
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Figure 18. Sensitivity to apramycin in E. faecalis isolated from pigs within control without
apramycin, control with apramycin, poor sanitation, oxytetracycline, and intermingling treatments

over time
Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in

micrograms per milliliter.
Total Number of isolates = 844
C1 = Control without apramycin, C2 = Control with apramycin, Sanit = Poor Sanitation, Oxy=

Oxytetracycline, Int = Intermingling
Time differences within treatments P < .0001
Treatments effects (P < .05)
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Figure 19. Sensitivity to ceftiofur in E. faecalis isolated from pigs within control without
apramycin, control with apramycin, heat, cold, and crowding treatments over time

Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 844

C1 = control without apramycin, C2 = control with apramycin, Heat = Heat Stress, Cold = Cold
Stress, Crowd = Overcrowding

Time differences within treatments P < .0001

Treatments effects (P < .05)
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Figure 20. Sensitivity to ceftiofur in E. faecalis isolated from pigs within control without
apramycin, control with apramycin, poor sanitation, oxytetracycline, and intermingling treatments
over time

Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 844

C1 = Control without apramycin, C2 = Control with apramycin, Sanit = Poor Sanitation, Oxy=
Oxytetracycline, Int = Intermingling

Time differences within treatments P < .0001

Treatments effects (P < .05)
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Figure 21. Sensitivity to oxytetracycline in E. faecalis isolated from pigs within control without
apramycin, control with apramycin, heat, cold, and crowding treatments over time

Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 838

C1 = control without apramycin, C2 = control with apramycin, Heat = Heat Stress, Cold = Cold
Stress, Crowd = Overcrowding

Time differences within treatments P > .05

Treatments effects (P < .05)
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Figure 22. Sensitivity to oxytetracycline in E. faecalis isolated from pigs within control without
apramycin, control with apramycin, poor sanitation, oxytetracycline, and intermingling treatments
over time

Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 838

C1 = Control without apramycin, C2 = Control with apramycin, Sanit = Poor Sanitation, Oxy=
Oxytetracycline, Int = Intermingling

Time differences within treatments P > .05

Treatments effects (P < .05)
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Figure 23. Sensitivity to sulfamethazine in E. faecalis isolated from pigs within control without
apramycin, control with apramycin, heat, cold, and crowding treatments over time

Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter.

Total Number of isolates = 844

C1 = control without apramycin, C2 = control with apramycin, Heat = Heat Stress, Cold = Cold
Stress, Crowd = Overcrowding

Time differences within treatments P > .05

Treatments effects (P < .05)
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Figure 24. Sensitivity to sulfamethazine in E. faecalis isolated from pigs within control without
apramycin, control with apramycin, poor sanitation, oxytetracycline, and intermingling treatments
over time
Data are presented as Least Squares Means of minimum inhibitory concentrations (MIC) in
micrograms per milliliter
Total Number of isolates = 844
C1 = Control without apramycin, C2 = Control with apramycin, Sanit = Poor Sanitation, Oxy=
Oxytetracycline, Int = Intermingling
Time differences within treatments P > .05
Treatments effects (P < .05)
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