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Abstract We examined water quality indicators (pH,
temperature, turbidity, total phosphorus, and fecal
coliform density) and bacterial antibiotic resistance
(prevalence, conjugative transfer, and genetic linkage
of resistance elements) at locations impacted by
confined animal feeding operations (CAFOs) and
compared them to nearby reference sites. Sites located
upstream and downstream of two wastewater treat-
ment facilities were also compared. Sites near CAFO
farms had poor water quality (elevated total phospho-
rus and turbidity), while water quality remained
relatively good downstream of wastewater treatment
plants. High proportions of antibiotic-resistant bacte-
ria were observed at all study sites, and frequent
conjugative transfer of resistance was observed in
laboratory assays. Out of a total of 830 environmental
bacterial isolates, 77.1% were resistant to only
ampicillin, while 21.2% were resistant to combina-
tions of antibiotics including ampicillin (A), kanamy-
cin (K), chlorotetracycline (C), oxytetracycline (O),
and streptomycin (S). Multi-drug-resistant bacteria
were significantly more common at sites impacted by
CAFO farms. In conjugation assays, 83.3% of the

environmental isolates transferred one or more anti-
biotic resistance genes to a laboratory strain of
Salmonella typhimurium. A subset of multi-drug-
resistant (A, C, and O) isolates was screened for
specific tetracycline resistance genes and class I and II
integrons. None of the screened isolates (n=22) were
positive for integrons, while 13 isolates contained
resistance genes for tet (B) and tet (C). Our results
indicate that CAFO farms not only impair traditional
measures of water quality but may also increase the
prevalence of multi-drug-resistant bacteria in natural
waters.
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1 Introduction

Pollution by human and animal wastes is a common
threat to water resources. Untreated human sewage
frequently enters waterways as point source dis-
charges (intentional or accidental) or via combined
sewer overflows (CSO) from wastewater treatment
plants (WWTPs; Stoner 2005; Whitlock et al. 2002;
Wiggins et al. 1999). For example, from January 1,
2002, to December 31, 2005, WWTPs across Michigan
reported having 2,542 CSO events, totaling 270 billion
liters of discharged sewage (Michigan Department of
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Environmental Quality 2004a, b, 2005). Animal waste
seeps into surface water as non-point source pollution
as a result of housing large numbers of animals in
confined areas, or as runoff from liquid manure
applications onto croplands (a primary method of
disposing of the waste generated by confined animal
feeding operations (CAFOs); Carpenter et al. 1998;
Esiobu et al. 2002).

Both human and animal wastes add nutrients (e.g.,
nitrogen, phosphorus; Carpenter et al. 1998; Tabbara
2003) as well as fecal coliform bacteria (Esiobu et al.
2002) to receiving waters. Excessive nutrients pro-
mote eutrophication, which decreases water transpar-
ency, creates foul odor and taste, depletes oxygen,
causes fish kills, reduces biodiversity, and decreases
esthetic, recreational, and property values along
waterways (Boesch et al. 2001; Carpenter et al.
1998; Wetzel 2001). To reduce eutrophication, nutri-
ent levels are often controlled via regulation and
mitigation treatments (e.g., Carpenter et al. 1998;
Cooke et al. 2005; Wetzel 2001). Human and animal
wastes may also contaminate waterways with patho-
genic bacteria (Burton and Engelkirk 2004; Guan and
Holley 2003; Pell 1997). To avoid the difficulty and
expense of direct testing for all possible types of
pathogenic bacteria transmittable by feces, standard
microbiological examination of water centers on
determining the abundance of indicator bacteria, such
as the fecal coliform bacteria (American Public Health
Association 1998; Griffin et al. 2001). These bacteria
are commonly found in the gut and feces of warm-
blooded animals, and their presence in water environ-
ments can indicate contamination with human or
animal feces (and by extension, contamination of
water by pathogenic bacteria possibly present in
feces; American Public Health Association 1998;
Ash et al. 2002; Chao et al. 2003; Griffin et al. 2001).
The greater the fecal coliform count, the greater the
probability there is of contracting diseases from
waterborne pathogenic bacteria (Mitchell and Stapp
1997). In Michigan, the Michigan Department of
Natural Resources and Environment (MDNRE,
formerly Michigan Department of Environmental
Quality) monitors surface waters for a specific fecal
coliform bacterium (Escherichia coli), rather than
the entire fecal coliform group (Michigan Depart-
ment of Environmental Quality 1999). In contrast,
some other states in this region monitor fecal coli-
forms in surface waters. Both Ohio and Illinois

require that surface waters used for extensive contact
(e.g., swimming) have no more than 10% of samples
exceeding a maximum fecal coliform count of 400
colony-forming units per 100 ml (Illinois Pollution
Control Board 2002).

Antimicrobial agent resistance is an emerging
global concern to both public and veterinary health.
Antibiotics are heavily used to treat disease in both
humans and animals, and there is a pattern of
antibiotic resistance and transfer emerging among
bacterial populations in proportion to the use of
antibiotics, especially in agriculture (Levy 1997;
Oppegaard et al. 2001). Antibiotics have been added
to animal feed as growth promoters for some time,
and the animal production industry has been identi-
fied as a potential reservoir for resistant Enterobac-
teriaceae (Witte 1997). The use of antibacterial drugs
for prophylactic or therapeutic purposes in humans and
for veterinary and agricultural purposes has provided
selective pressure favoring the survival and spread of
resistant organisms (Hooper 2002; Mascaretti 2003;
Taber 2002). These resistant bacteria may transfer
their resistance to previously non-resistant pathogenic
bacteria or directly infect humans with bacterial
diseases that cannot be treated by conventional
antimicrobial therapies (Khachatourians 1998). The
potential for antibiotic exposure and resistance
development in human and animal gastrointestinal
tracts, coupled with relatively great abundance in
waters contaminated with human and animal waste,
makes the fecal coliform bacteria a logical focal group
for studies of antibiotic resistance and transfer in
aquatic environments.

Despite active research investigating how antibiot-
ic resistance enters and is maintained in the environ-
ment (D’Costa et al. 2006; Esiobu et al. 2002; Graves
et al. 2002; Iwane et al. 2001; Rice et al. 1995; Sayah
et al. 2005; Schwartz et al. 2003; Whitlock et al.
2002; Witte 1997), determining the mechanisms by
which bacteria can transfer resistant genes within and
across species (Arana et al. 1997, 2001; Bell et al.
1980; Oppegaard et al. 2001; Salyers et al. 2002), and
identifying and characterizing new antibiotic resis-
tance genes (Aminov et al. 2001, 2002; Chopra and
Roberts 2001; Davies 1997; Gevers et al. 2003;
Roberts 2005) and integrons (France et al. 2005; Hall
1997; Hall et al. 2003), the global ecological impact of
antibiotic resistance and risks to human and veterinary
health are yet to be determined. In the USA, there are
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no national or state water quality regulations requiring
testing or reporting on antibiotic-resistant organisms
(American Public Health Association 2005; Michigan
Department of Environmental Quality 1999; US
Environmental Protection Agency 2002).

In order to understand how CAFOs and WWTPs
affect bacterial antibiotic resistance and transfer, we
simultaneously conducted traditional water quality
measurements (pH, temperature, turbidity, total phos-
phorus, and fecal coliform density) and microbiolog-
ical and molecular techniques for determining
patterns of antibiotic resistance and potential transfer
of resistance genes at CAFO-impacted and unim-
pacted sites and at sites upstream and downstream of
WWTPs. We also examined the relationships between
traditional water quality parameters and conducted a
preliminary analysis of the genetic location and mode
of transfer of antibiotic resistance elements.

2 Materials and Methods

2.1 Study Design and Site Descriptions

Ten sites were selected for this study, based on the
presence of previously documented point source and
non-point source contamination (see following sec-
tion) and proximity to public access (Table 1). Six
sites were located in an agricultural region near
Hudson, MI. Three of the agricultural sites were
waterways approximately 1–2.5 km from different
CAFO farms and were classified as agriculturally
impaired (AI) based on the following criteria: (1) the
waterways received direct runoff from fields
sprayed with liquid manure from CAFO farms; (2)
previous observations of fecal coliform densities
greater than 1,000 colony-forming unit (CFU)/
100 ml (Khachatourians 1998; J. Pernicano personal
communication); (3) ratings of “poor” on biological
(macroinvertebrate) assessments of these waterways
(Michigan Department of Environmental Quality
2003a); and (4) the MDNRE listing these waterways
on their non-attainment and total maximum daily load
lists (Michigan Department of Environmental Quality
2004b). Three additional agricultural sites located in
the same farming region were classified as agricultur-
ally unimpaired (AUI) since they did not receive
direct runoff from manure-sprayed fields and were not
located near a CAFO farm. Two of these three sites

(sites SJT8 and SJC7) have been classified by
MDNRE as “least impacted” streams in this location
and have been previously identified as reference
streams (Michigan Department of Environmental
Quality 2003a). Four additional sites were selected
approximately 1–1.5 km both upstream and down-
stream of the Ann Arbor, MI, and Chelsea, MI,
WWTPs in the Huron River watershed. Like all
WWTPs, these facilities occasionally release partially
treated and untreated sewage. The most recent such
episode prior to this study was the release of ∼50
million liters of sewage by the Ann Arbor WWTP in
August 2003 (Michigan Department of Environmen-
tal Quality 2003b).

2.2 Sampling and Physical and Chemical Water
Quality Procedures

The initial and final sampling dates (June 3, 2004, and
August 9, 2004, respectively) were chosen during
distinct dry periods (zero precipitation measured
within the proceeding 72 h), and the middle three
sampling periods (June 16, 2004, July 7, 2004, and
July 18, 2004) occurred after rainstorms where >1 cm
of precipitation was recorded within 24 h (Michigan
State Climatology, http://climate.geo.msu.edu/Semcog/
SEMdaily/2004/, SEMCOG Daily Precipitation Sum-
mary). Site VH25 was completely dry by the end of
the study, so this site was sampled on only four out of
five possible dates.

At each site, a handheld probe was used to measure
pH and temperature (YSI 63, Yellow Springs Instru-
ment Co., Yellow Springs, OH). Turbidity was
measured in the field using a Hach 2100P portable
turbidimeter. For total phosphorus measurements,
100 ml of water was collected into an acid-washed
Nalgene bottle and stored at −20°C for later analysis
using the protocol of Wetzel and Likens (2000). For
fecal coliform isolation, 100 ml of water was
collected into two sterile 50-ml Falcon conical tubes
and kept on ice (<8 h) until it was processed in the
laboratory (Harwood et al. 2000). All water samples
were obtained by submerging the collection container
approximately 1 cm below the water surface before
opening the lid to collect the sample.

Fecal coliform density was determined as follows:
water samples of various volumes (100, 1.0, 0.1, and
0.01 ml) were brought to a final volume of 100 ml
with 0.01 M phosphate-buffered saline (0.138 M
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NaCl and 0.0027 M KCl, pH 7.4 at 25°C) and filtered
onto a 0.45-μm filter (Pall Life Sciences, East Hills,
NY) using a vacuum system as described by Mitchell
and Stapp (1997) and the Standard Methods for the
Examination of Water and Wastewater (American
Public Health Association 1998). The filter mem-
branes were transferred to Petri plates (BD Falcon,
BD Biosciences, Bedford, MA) containing fecal
coliform selective agar (modified fecal coliform,
mFC; BBL, BD Biosciences, Franklin Lakes, NJ)
without antibiotics and were incubated at 44.5°C in a
humidified incubator for 24 h. For the first sampling
date (June 3, 2004), 100-, 0.1-, and 0.01-ml volume
water samples were used; filtration of 100 ml yielded
colonies with confluent growth, while the low-volume
samples (0.1 and 0.01 ml) had no growth. As a result,
fecal coliform densities from June 3, 2004, were not
considered in any further analyses, and volumes of
100 and 1 ml were analyzed for the remaining four
sampling dates (June 17, 2004, July 7, 2004, July 18,

2004, and August 9, 2004). After incubation, bacterial
density (CFU/per 100 ml) was determined for each
site on each sampling using the colony counts from
either the 100- or 1-ml filtered plate, depending on
which plate produced countable isolated colonies.

2.3 Bacterial Isolation and Antibiotic Resistance
Susceptibility

Individual colonies were picked from distinctly
isolated typical colonies as recommended by the
Standard Methods for the Examination of Water and
Wastewater (American Public Health Association
1998). Approximately 30 isolates per site per sam-
pling date were analyzed. To test for multiple
antibiotic resistance, individual bacterial isolates were
replica-plated onto tryptic soy agar (TSA; BD Bio-
sciences, Franklin Lakes, NJ) supplemented with one
of five antibiotics: ampicillin (A), kanamycin (K),
streptomycin (S), chlorotetracycline (C), and oxytet-

Table 1 Site descriptions: designations, locations, and average discharge

Site name Study site
designation

Watershed Latitude/
longitude

Road crossing Average dischargea

(cubic meters per
second)

Vanderhoff-Haley (VH19) AI River Raisin 41° 49′ 69″ N Haley Rd. ND
Rice Lake Drain 084° 13′ 24″ W

Vreba-Hoff I (VH21) AI Bean-Tiffin 41° 48′ 17″ N Ingall Hwy ND
Medina Drain 084° 17′ 58″ W

Vreba-Hoff II (VH25) AI Bean-Tiffin 41° 47′ 37″ N Lime Lake Rd. ND
Lime Creek 084° 22′ 39″ W

Hazen Creek (HC1) AUI River Raisin 41° 55′ 69″ N Burton Rd. ND
084° 15′ 71″ W

Unnamed Tributary to St. Joseph
Creek (SJT8)

AUI Bean-Tiffin 41° 52′ 29″ N Waldron Rd. ND
084° 25′ 20″ W

St. Joseph Creek (SJC7) AUI Bean-Tiffin 41° 52′ 70″ N Waldron Rd. ND
084° 25′ 20″ W

Mill Creek UPWWTP Huron River 42° 19′ 54″ N McKinley Rd. 2.2

upstream from WWTP (MC1) 084° 1′ 06″ W

Huron River UPWWTP Huron River 42° 20′ 19″ N Zeeb Rd. 19.2
upstream from WWTP (HR1) 083° 52′ 30″ W

Mill Creek DNWWTP Huron River 42° 19′ 33″ N Chelsea-Dexter Rd. 2.2
downstream from WWTP (MC2) 083° 58′ 77″ W

Huron River DNWWTP Huron River 42° 15′ 23″ N Huron Parkway 19.2
downstream from WWTP (HR2) 083° 37′ 30″ W

AI agriculturally impaired, AUI agriculturally unimpaired, UPWWTP upstream from wastewater treatment plant, DNWWTP
downstream from wastewater treatment plant, ND no data for that body of water
a Source: USGS National Water Information System: Web Interface, http://nwis.waterdata.usgs.gov/mi/nwis/annual/ (Ann Arbor
gauging station, site number 04174500) and Mill Creek near Dexter, MI (site number 04173500)
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racycline (O) (Sigma-Aldrich, St. Louis, MO). These
antibiotics are commonly used in both human and
veterinary medicine and demonstrate different mech-
anisms and pathways (inhibiting cell wall synthesis
[ampicillin] vs. protein synthesis [streptomycin, kana-
mycin, and the tetracyclines]; Esiobu et al. 2002). The
antibiotic concentration for all drugs was 20 μg/ml for
samples processed from the initial measurement date
(June 3, 2004). The antibiotic concentrations were
increased to 30 μg/ml for the remainder of the
sampling dates (June 17, 2004, July 7, 2004, July
18, 2004, and August 9, 2004) to ensure complete
inhibition of the control bacterial strain in the
conjugation assay. Some authors consider these to
be high antibiotic concentrations for screening envi-
ronmental bacteria (D’Costa et al. 2006), but they are
similar to concentrations used in other screening
studies (i.e., 5–80 μg/ml; Harwood et al. 2000;
Wiggins et al. 1999). The plates were incubated at
37°C for 24 h. Bacterial isolates were scored as
positive for resistance if there was visible, tangible
growth. No growth or trace colony development
was recorded as antibiotic susceptible. All resistant
isolates were preserved in tryptic soy broth (TSB, BD
Biosciences, Franklin Lakes, NJ) supplemented with
the appropriate antibiotic and 10% glycerol and
frozen at −80°C.

2.4 Conjugation Testing

An S-resistant Salmonella typhimurium strain,
EM1000, was used as the recipient in all conjugation
testing. EM1000 was originally obtained as SGSC452
from the Salmonella Genetic Stock Center (Calgary,
Alberta, Canada; Bullas and Ryu 1983). All environ-
mental isolates not resistant to S were tested as donor
strains in individual conjugation assays. Isolates
demonstrating multiple-drug resistance were pro-
cessed and tested separately for the ability to transfer
each type of drug resistance gene. For example, after
the replica-plating assay, if a particular isolate grew
on an A plate and also on a separate K plate, the
isolate was subjected to two conjugation assays. In
the first assay, the transconjugants would be selected
on a dual antibiotic plate containing A and S, and in
the second assay, the selective plate would include K
and S.

An A- and K-resistant E. coli strain, SM10-
TnphoA, was used as a positive control donor for

testing the efficiency of conjugation. SM10-TnphoA
was obtained originally from John Mekalanos (Taylor
et al. 1989). Prior to conjugation, individual bacterial
cultures were grown overnight at 37°C in TSB
containing 30 μg/ml of the appropriate antibiotic (S
for EM1000; A and K for SM10-TnphoA; and either
A, K, C, or O for the environmental isolates). The
bacterial cells were pelleted by centrifugation and
resuspended in fresh TSB lacking antibiotic. Conju-
gation experiments were conducted as described by
Bell et al. (1983). Briefly, equal volumes (0.1 ml) of
stationary-phase cells from the donor strain (an
individual environmental isolate or the SM10-
TnphoA positive control donor) and recipient strain
(EM1000) were mixed in a 1.5-ml tube with 0.8 ml of
antibiotic-free TSB and incubated at 37°C for 2–4 h.
After the incubation, mating mixtures were plated
onto TSA containing dual antibiotics (S and either A,
K, C, or O all at 30 μg/ml) and incubated for 24 h at
37°C to select for transconjugants. Transconjugants of
interest were preserved in TSB supplemented with the
appropriate antibiotic and 10% glycerol and frozen at
−80°C.

Negative conjugation control experiments lacking
either the donor or recipient bacteria were included in
all conjugation experiments to check for mutation of
either strain to antibiotic resistance. No mutation to
specific antibiotic resistance was seen with any donor
strains or the universal S. typhimurium EM1000
recipient strain.

2.5 PCR Screening for Tetracycline Resistance Genes

Environmental isolates positive for tetracycline resis-
tance and their respective transconjugants were
screened for specific tetracycline resistance genes
using the polymerase chain reaction (PCR). The
tetracycline resistance genes tested in this study
included tet (B), tet (C), tet (E), tet (H), tet (Y), and
tet (Z) based on primer sets from Aminov et al. (2002);
tet (M) and tet (W) from Aminov et al. (2001); and tet
(K) and tet (L) from Gevers et al. (2003). The presence
of class I and II integrons was screened using primer
sets from France et al. (2005). A typical PCR reaction
was performed with a 50-μl mixture of the following
reagents: 1-μl DNA template (50 ng) or bacterial cell
suspension (one colony suspended in 10 μl H2O), 0.2-
μM primers, and 45-μl Platinum PCR Supermix
(Invitrogen Corporation, Carlsbad, CA) supplemented
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with MgCl2 to a final concentration of 2.0 mM. PCR
amplification was performed as follows: 95°C for
5 min (one cycle), 94°C for 30 s, 50°C for 30 s,
72°C for 30 s (25 cycles), and 72°C for 7 min (one
cycle) using an MJ Research PTC-200 thermocycler
(Bio-Rad Laboratories, Hercules, CA). If amplification
products were not detected in the first assay, the
samples were subjected to another round of amplifica-
tion using the same cycling protocol with the exception
of reducing the annealing temperature to 45–48°C.
PCR amplification products were analyzed by gel
electrophoresis on a 2.5% (wt/vol) agarose gel
(NuSieve; FMC Bioproducts, Rockland, MD) and
stained with ethidium bromide. The Promega 1 KB
Plus Ladder (Promega Co., Madison, WI) was used for
verifying DNA fragment sizes. Amplification products
were purified by the use of a Qiagen QIAquick PCR
purification kit (Qiagen Inc., Valencia, CA) and
sequenced at the University of Michigan DNA
Sequencing Core (Ann Arbor, MI). The DNA sequen-
ces generated from environmental isolates were com-
pared to known sequences using the Basic Local
Alignment Search Tool family of programs from NCBI
(http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?
cmd=Retrieve&db=pubmed&list_uids=15215342&
dopt=Citation; McGinnis and Madden 2004).

Plasmid DNA was purified from environmental
isolates and their transconjugants using the Qiagen
QIAprep plasmid purification system. The following
modifications in the procedure were performed to
optimize purification of low-copy plasmids and
cosmids: (1) volumes of buffers P1, P2, and N3 were
doubled, (2) the optional PB wash step was included,
and (3) H2O heated to 70°C was used to elute DNA
from the QIAprep membrane.

2.6 Identification of Environmental Bacteria

Each bacterial isolate that screened positive for a
particular tetracycline resistance gene was identified
using the RapiD 20 E system (bioMerieux, Inc.,
Durham, NC). Individual isolates were inoculated on
media containing trypticase soy agar with 5% sheep
blood BBL (Becton Dickinson, Franklin Lakes, NJ)
and incubated overnight at 37°C. A cell suspension
was prepared using one to four well-isolated colonies
diluted in 2 ml 0.85% NaCl to a turbidity equivalent
to 0.5 McFarland. The cell suspension was immedi-
ately used to inoculate a RapiD 20 E test strip and

incubated for 4 h at 37°C. The test results were
entered into the RapiD 20 E Analytical Profile Index,
and the species identification was provided at the
bioMerieux apiweb site (https://apiweb.biomerieux.
com/servlet/Authenticate?action=prepareLogin).

2.7 Statistical Analysis

Differences between the AI and AUI sites in (1) the
proportion of samples which exceeded established
water quality thresholds for total phosphorus (0.1 mg/
l, Lind 1985), turbidity (40.1 NTU, Mitchell and
Stapp 1997), and fecal coliform density (400 CFU/
100 ml, Michigan Department of Environmental
Quality 1999), (2) the proportions of single- vs
multi-drug resistant bacterial isolates, and (3) the
proportions of bacterial isolates able to transfer their
resistance during conjugation assays were tested using
Fisher’s exact test (Zar 1999). Identical comparisons
were examined for sites upstream and downstream of
WWTPs. Spearman’s rank correlation was used to
examine the relationships among turbidity, tempera-
ture, total phosphorus, pH, and fecal coliform density
across all samples and sites. For correlation analyses,
fecal coliform densities plated as too numerous to
count (TNTC) were coded as an arbitrarily large
number greater than 7,900 CFU/100 ml (the largest
recorded value). The SYSTAT computer package (v
10.2, SYSTAT Inc., Chicago, Illinois) was used to
perform all statistical analyses for this study.

3 Results

3.1 Physical, Chemical, and Biological Water Quality

Temperature, pH, and turbidity were similar among
the agricultural streams and within the WWTP sites
(Table 2). Turbidity tended to be increased by rain
events, especially in the agricultural streams. AI sites
were one to eight times more phosphorus rich than all
other sites. Fecal coliform densities ranged from 70 to
>7,900 CFU/100 ml. For some measurements, partic-
ularly those taken during rain events and at AI sites,
quantitative fecal coliform densities could not be
determined as a result of confluent colony growth
regardless of the water dilution (Table 3). The fecal
coliform densities at agricultural sites ranged from
700 to TNTC, while fecal coliform densities in

478 Water Air Soil Pollut (2011) 217:473–489

http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=pubmed&list_uids=15215342&dopt=Citation
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=pubmed&list_uids=15215342&dopt=Citation
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=pubmed&list_uids=15215342&dopt=Citation
https://apiweb.biomerieux.com/servlet/Authenticate?action=prepareLogin
https://apiweb.biomerieux.com/servlet/Authenticate?action=prepareLogin


waterways near WWTPs ranged from 70 to
2,300 CFU/100 ml. The highest fecal coliform
densities were measured after rain events and oc-
curred most frequently at the AI sites (Table 3).
Turbidity, total phosphorus concentration, and fecal
coliform density were highly correlated (turbidity–
phosphorus n=49, rs=0.790, p<0.001; turbidity–fecal
coliform n=39, rs=0.688, p<0.001; phosphorus–fecal
coliform n=39, rs=0.684, p<0.001), with AI sites
tending to have the greatest values for these three
parameters. Turbidity, total phosphorus concentration,
and fecal coliform density were all negatively
correlated with pH (turbidity–pH n=49, rs=−0.371,
p<0.01; phosphorus–pH n=49, rs=−0.606, p<0.001;
fecal coliform–pH n=39, rs=−0.471, p<0.01). AI
streams were significantly more likely than AUI
streams to exceed a total phosphorus threshold of
0.1 mg/l (p<0.001) and marginally more likely to
exceed a turbidity threshold of 40.1 NTU (p=0.08,

Table 4). There was no difference in the total
phosphorus or turbidity exceedance frequencies be-
tween sites upstream and downstream of WWTPs
(p always >0.05). Although the AI sites tended to
have greater fecal coliform densities than the AUI
sites, there was no difference in the frequency of fecal
coliform densities >400 CFU/100 ml (p>0.05), nor
was there any difference observed in fecal coliform
exceedance frequencies between sites upstream and
downstream of WWTPs (p>0.05, Table 4).

3.2 Antibiotic Resistance Patterns

A total of 830 fecal coliform isolates were collected
from mFC agar plates and replica-plated on TSA
supplemented with one of five antibiotics. Overall,
98.3% of the fecal coliform isolates selected were
resistant to at least one antibiotic (Table 5). Fourteen
of the isolates (1.7%) did not grow on any of the

Table 2 Water chemistry ranges across sampling dates for agriculturally impaired and agriculturally unimpaired sites

Sample site group Sampling date pH Temperature (°C) Turbidity (NTU)a Total phosphorus (mg/l)b

AI Initial (June 3, 2004) 7.19–7.53 18.6–23.4 9.09–15.80 0.12–0.25

Rain event 1 (June 17, 2004) 6.89–7.66 19.5–20.5 114.00–846.00 0.50–0.65

Rain event 2 (July 7, 2004) 6.52–7.14 21.5–22.6 9.30–56.60 0.10–0.34

Rain event 3 (July 18, 2004) 7.06–7.56 18.4–18.9 5.36–72.90 0.13–0.32

Final (August 9, 2004) 6.82–7.54 16.6–19.7 14.60–33.70 0.36–0.76

AUI Initial (June 3, 2004) 7.44–7.98 20.7–21.5 2.22–3.36 0.02–0.06

Rain event 1 (June 17, 2004) 7.23–7.57 19.3–19.7 21.40–96.70 0.10–0.15

Rain event 2 (July 7, 2004) 7.64–8.18 19.0–21.5 13.20–28.90 0.07–0.12

Rain event 3 (July 18, 2004) 7.71–8.28 16.9–17.7 4.92–28.80 0.02–0.07d

Final (August 9, 2004) 7.37–8.09 14.0–16.8 2.65–11.60 0.00–0.05

UPWWTP Initial (June 3, 2004) 8.18–8.19 15.3–17.8 3.04–4.26 0.02–0.03

Rain event 1 (June 17, 2004) 7.99–8.11 20.5–22.5 6.89–7.47 0.02–0.03

Rain event 2 (July 7, 2004) 7.95–8.20 22.5–24.4 5.72–17.50 0.02–0.05

Rain event 3 (July 18, 2004) 7.84–8.13 19.5–23.8 5.26–10.50 0.02–0.03

Final (August 9, 2004) 8.00–8.04 18.9–23.6 4.20–5.22 0.00–0.01

DNWWTP Initial (June 3, 2004) 7.98–8.28 16.6–18.7 3.38–3.47 0.03–0.04

Rain event 1 (June 17, 2004) 7.91–8.12 21.8–22.9 3.89–6.43 0.02–0.04

Rain event 2 (July 7, 2004) 7.95–7.95 21.7–25.4 3.63–17.20 0.03–0.07

Rain event 3 (July 18, 2004) 7.80–8.18 21.4–24.6 3.88–10.50 0.02–0.03

Final (August 9, 2004) 8.09–8.28 21.6–23.9 3.16–5.37 0.01–0.03

AI agriculturally impaired, AUI agriculturally unimpaired, UPWWTP upstream from wastewater treatment plant, DNWWTP
downstream from wastewater treatment plant, NTU nephelometric turbidity units
b Rating according to Mitchell and Stapp (1997): excellent=0–10, good=10.1–40, fair=40.1–150, poor=>150
c Phosphorus levels. Rating >0.1 mg/l is considered poor water quality according to Lind (1985)
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antibiotic plates, 640 isolates (77.1%) were resistant
to only A, and the remaining 176 resistant isolates
(21.2%) were resistant to two or more antibiotics. The
only single-drug resistance pattern observed was to A,
and all the multi-drug isolates included A resistance
with the exception of one isolate that was KCO
resistant (Table 5).

The AI sites had a significantly greater proportion
of isolates that were resistant to multiple antibiotics
(41.6% vs. 16.5%) and a lower proportion of isolates
resistant to only ampicillin (58.4% vs. 83.5%) than
the AUI sites (p<0.001, Tables 4 and 5). The sites
upstream and downstream of WWTPs had similar
proportions of isolates resistant to only ampicillin
(81.0% vs. 89.1%) and multi-drug resistant (19.0%
vs. 10.9%) (p>0.05, Tables 4 and 5).

3.3 Conjugal Transfer of Antibiotic Resistance Genes

Conjugation assays were conducted on 735 non-S-
resistant isolates. Of the 640 single-drug resistant
isolates (all were A-only resistant), 456 (71.3%)
produced viable resistant transconjugants. For the
multi-drug-resistant isolates (n=95), 27.4% were able
to transfer all resistance determinants (AK, AO, and
ACO), and 81.1% were able to transfer at least one
multi-drug resistance pattern (AK, AO, AC, ACO,
and AKCO) with A being the most prevalent
resistance determinant transferred (Table 6). The
proportion of isolates from each site category able to
transfer resistance in laboratory conjugation assays
ranged from 60.0% to 85.6% (Table 4) and did not
differ significantly between either the AI and AUI

Table 3 Fecal coliform densities for each grouping of sites across sampling dates from filtered plates (CFU/100 ml)

Sites Measurement datesa

Rain event #1 Rain event #2 Rain event #3 Final
June 17, 2004 July 7, 2004 July 18, 2004 August 9, 2004

AI

VH19 TNTC TNTC b 900 2,800

VH21 TNTC 3,200 1,600 600

VH25 4,400 TNTC 4,900 No datac

AUI

HC1 5,900 3,100 7,900 2,400

SJT8 2,900 2,300 2,400 700

SJC7 5,800 800 2,900 700

UPWWTP

MC1 800 2,300 2,000 600

HR1 79 700 88 198

DNWWTP

MC2 198 2,100 1,500 900

HR2 174 1,800 70 300

For specific site abbreviations, see Table 1.

AI agriculturally impaired, AUI agriculturally unimpaired, UPWWTP upstream from wastewater treatment plant, DNWWTP
downstream from wastewater treatment plant, TNTC too numerous to count
aThe Initial sample date (June 3, 2004) yielded zero colony growth for the 0.01- and 0.1-ml samples and TNTC=confluent growth for
the filtered 100-ml water samples. The protocol was adjusted after June 3, 2004, to include a 0.1-, 1-, and 100-ml filtered sample
bMann–Whitney U test shows AI sites significantly greater than AUI sites for rain event 2 (p=0.046); TNTC: confluent growth on
filters growing on media plates (0.1, 1.0, and 100 ml)
cDry creek, unable to sample water on this date
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sites (p>0.05) or the sites upstream and downstream
of WWTPs (p>0.05).

A subset of AO, AC, and ACO multi-drug-
resistant isolates (n=22) and their transconjugants
were further screened for the presence of specific
tetracycline resistance genes and class I and II
integrons. In all, 13 isolates were tet positive: six
isolates were identified carrying the tet (B) gene, five
with tet (C), and two with both tet (B) and tet (C). No
class I or II integrons or tet (E, H, K, L, M, Y, W, or
Z) genes were detected. The 13 tet-positive isolates
were individually identified as E. coli by the RapiD
20 E system (Table 7). The identity of all tet (B) and
tet (C) PCR products was confirmed by DNA
sequence analysis.

To characterize the potential location and mode of
horizontal transfer of tet (B) and tet (C) genes
between the environmental isolates and the conjuga-
tive recipient, plasmid DNA was purified and PCR-
amplified using primer sets for tet (B) and tet (C) (see
Table 7). All eight isolates positive for the tet (B)
gene showed the presence of tet (B) on plasmid DNA,
as did their respective transconjugants, with the

exception of two isolates (VH19-7R1 and VH25-
16R1). For these two isolates, their transconjugants
could not be subcultured and maintained on
tetracycline-selective media (at 30 μg/ml C or O).
Repeated conjugation experiments for isolates VH19-
7R1 and VH25-16R1 failed to produce any viable
colonies selected on tetracycline plates despite the
evidence that the donor isolates contain plasmid DNA
with the tet (B) gene. In this study, chromosomal
DNA was not definitively screened in the absence of
plasmid DNA.

For the tet (C) determinant, three different patterns
of gene transfer were observed (Table 7): (1) In two
out of eight isolates (SJ7-5-I and HC-1-R2), the tet
(C) gene was identified with plasmid DNA in both
the donor isolates and their transconjugants; (2) tet
(C) was identified in total DNA from isolates VH19-
8R3, VH19-11F, and MC2-9R1 and their trans-
conjugants, but not associated with any plasmid
DNA; and (3) for isolates MC1-22R4 and MC1-1F,
the tet (C) gene was present in total DNA from the
isolate but was unidentifiable in any plasmid DNA or
total DNA from the transconjugant even though

Table 4 Patterns of water quality and multi-drug resistance at study sites

Site groupsa Water quality Multi-drug resistance and gene transfer

Turbidity
ratingb (%)

Phosphate
ratingc (%)

Fecal coliform
densitiesd (%)

Multi-drug
resistancee (%)

Gene transfer of one or
more resistance genesf (%)

40.1 >150 NTU >0.1 (mg/l) >400 CFU/100 ml

AI 35.7g 100 100 41.6 80.0

AUI 6.7g 26.7g 100 16.5 86.5

UPWWTP 0 0 62.5g 19.0 76.0

DNWWTP 0 0 50g 10.9 60.0

NTU nephelometric turbidity units
a AUI, UPWWTP, and DNWWTP (15 water samples collected); AI (14 samples; VH25 site was dry at final collection)
b Rating according to Mitchell and Stapp (1997): excellent=0–10, good=10.1–40, fair=40.1–150, poor=>150
c Phosphorus levels. Rating >0.1 mg/l is considered poor water quality, according to Lind (1985)
d Fecal coliform density for second to fifth sampling dates, initial coliform density samples are not included in this comparison
because of a dilution change in the protocol, see Section 2.
e AI (n=185), AUI (n=328), UPWWTP (n=147), DNWWTP (n=156)
f Ninety-five multi-drug resistant isolates (all non-streptomycin) were tested for gene transfer: the percent is the number of isolates
showing positive for gene transfer of one or more resistance genes per number of isolates tested in each grouped site = AI (24/30),
AUI (32/37), UPWWTP (14/18), DNWWTP (6/10)
g These water quality indicators reached their highest ratings during rain events
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viable tetracycline-resistant colonies appeared after
conjugation.

For the two isolates carrying both tet (B) and tet
(C) genes (VH19-11F and MC2-9R1), both tet genes
were identified in total DNA (in the isolates and
transconjugants). The tet (B) gene was also amplified
from plasmid DNA isolated from both isolates and
their transconjugants, but this did not occur with the
tet (C) gene (Table 7). Figure 1 shows gel PCR
amplification products produced using tet (B) and tet
(C) primer pairs with DNA from bacterial cells and
isolated plasmid from isolate MC2-9R1 and its trans-
conjugant, MC2-9R1T2-1.

4 Discussion

Chemical water quality at the WWTP sites was good;
all WWTP samples had total phosphorus concentra-
tions <0.1 mg/l, which is considered acceptable or
unpolluted (Lind 1985; Mitchell and Stapp 1997), and
turbidities of <40.1 NTU, which is considered
excellent to good (Mitchell and Stapp 1997). Fecal
coliform densities at the WWTP sites were marginal,
as 56% of samples surpassed the 10% exceedance
threshold (<400 CFU/100 ml). No statistically signif-
icant differences were detected in water chemistry
measurements and fecal coliform densities between

Table 5 Percentage of antibiotic-resistant fecal coliform isolates from individual study sites

Antibiotica Individual study sites

VH19
(AI)

VH21
(AI)

VH25
(AI)

HC1
(AUI)

SJT8
(AUI)

SCJ7
(AUI)

MC1
(UPWWTP)

HR1
(UPWWTP)

MC2
(DNWWTP)

HR2
(DNWWTP)

n=58 n=57 n=70 n=142b n=93 n=93 n=72 n=75 n=84 n=72

A 43.1% 54.4% 74.3% 88.7% 82.8% 76.3% 84.7% 77.3% 88.1% 90.3.4%

Total % by site
for amp

AI=58.4% AUI=83.5% UPWWTP=81.0% DNWWTP=89.1%

AK 5.2% 5.3% 20.0% 4.2% 10.8% 10.8% 2.8% 9.3% 3.6% 4.2%

AO 0 0 0 2.8% 0 0 0 0 0 0

AC 0 0 0 0 0 1.1% 1.4% 0 0 0

AS 24.1% 7.0% 2.9% 3.5% 2.2% 5.4% 1.4% 4.0% 3.6% 2.8%

AKS 0 0 0 0 0 0 2.8% 2.7% 0 0

ACO 8.62% 3.5% 2.9% 0 3.2% 3.2% 6.9% 1.3% 2.4% 2.8%

KCO 0 0 0 0 0 0 0 1.3% 0 0

AOS 0 1.8% 0 0 0 0 0 0 0 0

COS 3.5% 0 0 0 0 0 0 0 1.2% 0

AKCO 0 1.8% 0 0 0 0 0 1.3% 0 0

AKOS 1.7% 0 0 0 0 0 0 0 0 0

ACOS 5.1% 0 0 0.7% 1.1% 3.2% 0 2.7% 1.2% 0

AKCOS 8.6% 26.3% 0 0 0 0 0 0 0 0

Total% multiple
resistance

56.9% 45.6% 25.7% 11.2% 17.2% 23.7% 15.3% 22.7% 11.9% 9.7%

Total% by site for
multi-drug

AI=41.6% AUI=16.5% UPWWTP=19.0% DNWWTP=10.9%

Summary: total N=830; 816/830=98.3% isolates resistant to at least one antibiotic; 640/830=77.1% resistant to amp only; 176/830=
21.2% multi-drug resistant

A ampicillin, K kanamycin, O oxytetracycline, C chlorotetracycline, S streptomycin
a Values tabulated for a single antibiotic (e.g., A) indicate isolates resistant only to that individual antibiotic; values tabulated for a
particular combination of antibiotics indicate isolates resistant to all the listed antibiotics and only the listed antibiotics (i.e., isolates
tabulated as AKS resistant would not also be included in the AS category)
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the upstream and downstream sites. These results
suggest that little, if any, WWTP point source
pollution occurred during the study period. MDNRE
(Michigan Department of Environmental Quality
2004a) confirmed that no untreated sewage was
discharged from either the Chelsea or the Ann Arbor
WWTPs during or immediately preceding the study
period.

In contrast, the AI sites located near CAFO farms
had indicators of poor water quality compared to
reference sites in the same area. Total phosphorus
concentrations were much more likely (100% vs.
26.7%) to exceed established thresholds in the AI
sites than AUI sites, and turbidity was also somewhat
more likely (35.0% vs. 6.7%) to exceed threshold
values. Although the frequency of fecal coliform
densities exceeding 400 CFU/100 ml did not differ
between AI and AUI sites, only the AI sites had fecal
coliform densities TNTC, indicating that maximal
densities of fecal coliforms occurred at AI sites.

As expected, water quality decreased following
heavy precipitation. At all study sites, turbidity levels
were elevated after rain events compared to the initial
and final measurements taken during dry periods.
Increased phosphorus levels were also detected after
precipitation in the agriculturally impacted areas, and
fecal coliform densities were much higher after
precipitation. The strong correlation of turbidity, total
phosphorus, and fecal coliform densities suggests a
common source for these parameters. Elevated total
phosphorus, turbidity, and fecal coliform densities are
presumed to be the direct result of runoff from nearby
tiled fields sprayed with liquid manure as reported by
MDNRE in numerous previous waste discharge
infractions by the CAFO farms in close proximity to
our AI sites (Michigan Department of Environmental
Quality 2003a, 2004b). Our data are consistent with
recent biological surveys of the same waterways,
which classified the AI sites as poor habitat, support-
ing only macroinvertebrate and fish communities that

Antibiotic resistance pattern Number of
isolatesa

Resistance pattern genetically
transferred via conjugation

Number of isolates
transferring resistanceb

Single-drug resistance

A 640 A 456 (71.3%)

No transfer 184 (28.8%)

Multi-drug resistance (n = 95)

AK 61 A 25 (41.0%)

K 2 (3.3%)

AK 18 (30.0%)

No transfer 16 (26.2%)

AO 4 A 1 (25.0%)

O 2 (50.0%)

AO 1 (25%)

AC 2 A 2 (100%)

ACO 25 A 5 (20.0%)

AC 3 (12%)

ACO 7 (28%)

AO 2 (8%)

CO 3 (12%)

O 4 (16%)

No transfer 1 (4%)

KCO 1 No transfer 1 (100%)

AKCO 2 A 1 (50%)

No transfer 1 (50%)

Table 6 Resistance pattern
observed after gene transfer
for non-streptomycin
isolates

A ampicillin, K kanamycin,
O oxytetracycline, C chloro-
tetracycline, S streptomycin
a Number of isolates, lack-
ing streptomycin resistance,
that were tested for gene
transfer, total 735
b Number of multi-drug iso-
lates: (1) transferring one or
more resistance genes 77/
95=81.1%; (2) transferring
all resistance genes 26/95=
27.4%
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could survive in waters with low dissolved oxygen for
sustained periods, whereas several of the AUI sites
were listed as “reference” or “least impacted” systems
in this region (Michigan Department of Environmen-
tal Quality 2003a).

Elevated nutrient levels can also improve the
efficiency of horizontal gene transfer between species
by the bacterial processes of transformation (Davison
1999; Quintiliani et al. 1999; Thomas and Nielsen
2005) and conjugation (Arana et al. 1997, 2001).
High fecal coliform densities, as seen in this study,
increase the likelihood of humans and animals
coming in contact with pathogenic bacteria. Imple-
menting a quantitative risk assessment analysis, as
modeled by Hurd (2006), could help identify the
“chain of causal events that connect on-farm antibi-
otic use to additional days of human illness caused by
infections with resistant bacteria.”

Antibiotic-resistant fecal coliform bacteria were
found in all water samples collected during the course
of this study, with A resistance the most prevalent
(77.1% overall, Table 4). This proportion of A

resistance in fecal coliform bacteria parallels other
river and waterway reports (Ash et al. 2002; McKeon
et al. 1995; Ogan and Nwiika 1993). Some studies
have reported lower frequencies of A resistance yet
still found that resistance to A was the most common
form of resistance (Iwane et al. 2001; Niemi et al.
1983). In contrast, other studies of soil, water, and
manure samples from farm locations have found
tetracycline and other drug resistance patterns in
higher proportions than A resistance (Esiobu et al.
2002; Sayah et al. 2005). One plausible explanation
for the differences seen in antibiotic resistance
patterns is the source of the environmental sample,
specifically human waste vs. animal waste. Harwood
et al. (2000) determined the antibiotic resistance
pattern from fecal coliforms isolated from domestic
wastewater and various animal feces using four
different concentrations of antibiotics; they showed a
significantly greater percentage of A resistance in
fecal coliform isolates from human sources (62% at
10 μg/ml A) than animal feces (15%) and a
significantly greater percentage of C resistance in
cattle feces (58% at 20 μg/ml C) compared to the
human sources (35%). This could explain why we
observed a significantly lower proportion of A
resistance (58.4%) at the AI sites (sites near animal
waste contamination) than at the AUI sites (83.5%)
and sites upstream (81.0%) and downstream (89.1%)
of the WWTPs.

The proportion of multi-drug resistance observed
at the AI sites near CAFO farms (41.6%) was almost
three times greater than at the AUI sites (16.5%).
Certain multiple-resistance combinations were more
common at some AI sites than others, perhaps
reflecting site-specific antibiotic use patterns. In any
case, the high proportion of multi-drug resistance at
AI sites suggests that the fecal bacterial populations in
these locations were subjected to conditions that
fostered the acquisition of multiple-resistance deter-
minants. In addition to likely increases in antibiotic-
resistant bacteria from animals fed antibiotic-laden
feed (Davies 1997; Lu et al. 2004; Wegener et al.
1999), soil-dwelling bacteria are thought to be a
significant reservoir of resistance determinants
(D’Costa et al. 2006), and studies on crop soils
fertilized with animal manure show that horizontal
transfer between fecal and soil bacteria is facilitated
by the high nutrient availability of manure (Cooke
1976; Schmitt et al. 2006). We observed that fecal

1 2 3 4 5 6

200 bp

7 8 9 10 11 12

tet (B) tet (C)

Fig. 1 PCR screening analysis of tet (B), left-side amplicons
(206 bp), and tet (C), right-side amplicons (207 bp), from a
representative tetracycline-resistant bacterial isolate MC2-9R1
and its transconjugant, MC2-9R1T2-1. Lanes 1 and 12, 1 KB
Plus ladder (Promega); lanes 2 and 8, isolate MC2-9R1 cells;
lanes 3 and 9, isolate MC2-9R1 plasmid DNA; lanes 4 and 10,
transconjugant MC2-9R1T2-1 cells; lane 5, transconjugant
MC2-9R1T2-1 plasmid DNA; lanes 6 and 11, Salmonella
strain EM1000 cells (conjugal recipient, negative control); lane
7, pBR322 plasmid DNA (positive control for the tet (C) gene).
The lower bands in lanes 2, 6, 9, and 11 are DNA primers
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coliform levels increased after rain events at the AI sites,
where periodic spraying of liquid manure was reported
in nearby fields (Kauffman and Melmoth 2003;
Michigan Department of Environmental Quality
2003a). Natural water environments may allow fecal
coliforms a better selective advantage in becoming
antibiotic resistant over other habitats such as soil,
sand, or sewage effluent (Cooke 1976). Survival
rates tend to be higher in bacteria containing
plasmids (Arana et al. 1997, 2001; Ash et al. 2002;
Schwartz et al. 2003), and the conjugative transfer of
plasmids from one bacterium to another tends to
occur more readily in aquatic habitats (Lebaron et al.
1993). The high rate of success for gene transfer as
seen in our conjugation assays (83.3% overall)
suggests that the environmental isolates carried
conjugative plasmids or transposons. Of the multi-
drug-resistant isolates, most exhibited resistance to
combinations of antimicrobial drugs which included
A. This is an indication that multiple-resistance genes
may coexist on one plasmid (Davison 1999; Quintiliani
et al. 1999; Sayah et al. 2005), a single conjugative
transposon (Pembroke et al. 2002; Waters 1999), or an
integron (Mazel 2004; White et al. 2001). This
condition is particularly disconcerting given that
exposure to one antibiotic agent may result in
resistance to others without previous exposure (Sayah
et al. 2005) or cost to bacterial fitness (Aminov et al.
2001).

The conjugation assay in combination with PCR
was used to identify genetic patterns of transfer in
bacterial populations. Using 10 primer pairs for the
tetracycline resistance genes most commonly found in
E. coli and other Gram-negative bacteria, we detected
the presence of the tet (B) and tet (C) determinants in
13 of 22 ACO-resistant isolates. In strains isolated at
all study sites, tet (B) was associated with plasmid
DNA in isolates and their transconjugants, while tet
(C) showed three different patterns of gene transfer.
The first pattern of gene transfer showed that the tet
(C) gene was associated with plasmid DNA in isolates
and transconjugants from the AUI sites. The second
pattern showed that the tet (C) gene from the
UPWWTP isolates associated exclusively with total
DNA in both the original isolates and the trans-
conjugants and not with plasmid DNA; this suggests
that the tet (C) gene was located on chromosomal
DNA or on a large plasmid or cosmid that could not

be purified by our methods. The final pattern of gene
transfer found the tet (C) gene in total DNA in
the isolate, but the tet (C) gene was undetectable in
the resistant transconjugant. These results suggest that
the transconjugant in the third pattern could have
received a different tetracycline resistance gene from
the donor isolate that was not detected by our PCR
screening method (e.g., isolates MCI-22R4 and MCI-
1F; Table 7). Two of 13 isolates (Table 7; isolates
VH19-11F and MC2-9R1) showed the presence of
both tet (B) and tet (C) genes, with tet (B), but not tet
(C), associated with plasmid DNA, suggesting that
the tet (B) and tet (C) genes are not genetically linked.
Furthermore, both the differential distribution of the
tet (B) and tet (C) genes in the VH19-11F and MC2-
9R1 isolates (Table 7) between total and plasmid
DNA suggested that the plasmid DNA preparations
were not contaminated with chromosomal DNA.
Additional studies with a larger population of
tetracycline-resistant isolates would be needed to
better characterize these genetic patterns.

Based on current chemical and biological water
quality standards (turbidity, total phosphorus concen-
trations, and fecal coliform densities), study sites near
the WWTPs were considered environmentally
healthy, yet had high levels of single- and multi-
drug-resistant fecal coliform bacteria (>81% for A
alone and >10.9% for multi-drug resistance, Tables 4
and 5). Agricultural sites, especially the AI sites near
CAFOs, had much lower measures of traditional
water quality and also had high levels of single and
multi-drug-resistant bacteria, with multi-drug resis-
tance greatest (41.6%) at the AI sites near CAFOs.
The risk to human and animal health posed by the
high incidence of antibiotic resistance and gene
transfer is unknown. Traditional measures of chemical
and biological water quality do not appear to be direct
surrogates for detection of the prevalence of antibiotic
resistance. Those parameters most elevated in the AI
sites (e.g., total phosphorus concentrations, turbidity),
however, may have some predictive ability for the
prevalence of multiple-drug resistance. We echo
previous suggestions (Esiobu et al. 2002; Sayah et
al. 2005) that testing for antibiotic resistance genes in
bacterial strains become part of the standard methods
for examining and regulating water quality and
wastewater discharge in areas at high risk for
pollution from human and animal waste.

486 Water Air Soil Pollut (2011) 217:473–489



Acknowledgments We thank Carl F. Marrs and Betsy
Foxman, along with their laboratory members, for technical
advice and support from the University of Michigan’s Center
for Molecular and Clinical Epidemiology of Infectious Diseases
(MAC-EPID) program. Janet Kauffman helped locate several
appropriate sampling locations. Comments from several
anonymous reviewers improved this manuscript.

This work was made possible by a graduate student research
award to Bridgette West from the Meta Helwig Scholarship
Fund (EMU Biology Department), a sabbatical leave award for
Peggy Liggit from Eastern Michigan University, and support
from the Eastern Michigan University Center for Aquatic
Microbial Ecology.

References

American Public Health Association. (1998). Section 9000.
Microbial examination. Standard methods for the exami-
nation of water and wastewater (20th ed., pp. 56–74).
Washington: APHA.

American Public Health Association. (2005). Section 9260.
Detection of pathogenic bacteria. Standard methods for
the examination of water and wastewater (21st ed.).
Washington: APHA.

Aminov, R. I., Garrigues-JeanJean, N., & Mackie, R. I. (2001).
Molecular ecology of tetracycline resistance: Development
and validation of primers for detection of tetracycline
resistance genes encoding ribosomal protection proteins.
Applied and Environmental Microbiology, 67, 22–32.

Aminov, R. I., Chee-Sanford, J. C., Garrigues, N., Teferedegne,
B., Krapac, I. J., White, B. A., et al. (2002). Development,
validation, and application of PCR primers for detection of
tetracycline efflux genes of gram-negative bacteria. Ap-
plied and Environmental Microbiology, 68, 1786–1793.

Arana, I., Pocino, M., Muela, A., Fernandez-Astorga, A., &
Barcina, I. (1997). Detection and enumeration of viable
but non-culturable transconjugants of Escherichia coli
during the survival of recipient cells in river water. Journal
of Applied Microbiology, 83, 340–346.

Arana, I., Justo, J. I., Muela, A., & Barcina, I. (2001). Survival
and plasmid transfer ability of Escherichia coli in
wastewater. Water, Air, and Soil Pollution, 126, 223–238.

Ash, R. J., Mauck, B., & Morgan, M. (2002). Antibiotic
resistance of gram-negative bacteria in rivers, United
States. Emerging Infectious Diseases, 8, 713–716.

Bell, J. B., Macrae, W. R., & Elliott, G. E. (1980). Incidence of
R factors in coliform, fecal coliform and Salmonella
populations of the Red River in Canada. Applied and
Environmental Microbiology, 40, 486–491.

Bell, J. B., Elliott, G. E., & Smith, D. W. (1983). Influence of
sewage treatment and urbanization on selection of multiple
resistance in fecal coliform populations. Applied and
Environmental Microbiology, 46, 227–232.

Boesch, D. F., Brinsfield, R. B., & Magnien, R. E. (2001).
Chesapeake Bay eutrophication: Scientific understanding,
ecosystem restoration and challenges for agriculture.
Journal of Environmental Quality, 30, 303–320.

Bullas, L. R., & Ryu, J. I. (1983). Salmonella typhimurium LT2
strains which are r−m+ for all three chromosomally
located systems of DNA restriction and modification.
Journal of Bacteriology, 156, 471–474.

Burton, G. R. W., & Engelkirk, P. G. (2004). Epidemiology and
public health. In J. Goucher, L. Horowitz, & P. C.
Williams (Eds.), Microbiology for the health sciences
(7th ed., pp. 271–307). Baltimore: Lippincott Williams &
Wilkins.

Carpenter, S. R., Caraco, N. F., Correll, D. L., Howarth, R. W.,
Sharpley, A. N., & Smith, V. H. (1998). Nonpoint
pollution of surface waters with phosphorus and nitrogen.
Ecological Applications, 8, 559–568.

Chao, K.-K., Chao, C.-C., & Chao, W.-L. (2003). Suitability of
the traditional microbial indicators and their enumerating
methods in the assessment of fecal pollution of subtropical
freshwater environments. Journal of Microbiology, Immu-
nology, and Infection, 36, 288–293.

Chopra, I., & Roberts, M. (2001). Tetracycline antibiotics:
Mode of action, applications, molecular biology, and
epidemiology of bacterial resistance. Microbiology and
Molecular Biology Reviews, 65, 232–260.

Cooke, M. D. (1976). Antibiotic resistance in coliform and
fecal coliform bacteria from natural waters and effluents.
New Zealand Journal of Marine and Freshwater Re-
search, 10, 391–397.

Cooke, G. D., Welch, E. B., Peterson, S., & Nichols, S. A.
(2005). Restoration and management of lakes and reser-
voirs (3rd ed.). Boca Raton: CRC.

D’Costa, V., McGrann, K. M., Hughes, D. W., & Wright, G. D.
(2006). Sampling the antibiotic resistome. Science, 311,
374–377.

Davies, J. E. (1997). Origins, acquisition and dissemination of
antibiotic resistance determinants. In D. Chadwick & J.
Goode (Eds.), Antibiotic resistance: Origins, evolution,
selection and spread (pp. 15–35). New York: Wiley.

Davison, J. (1999). Genetic exchange between bacteria and the
environment. Plasmid, 42, 73–91.

Esiobu, N., Armenta, L., & Ike, J. (2002). Antibiotic resistance
in soil and water environments. International Journal of
Environmental Health Research, 12, 133–144.

France, A. M., Kugeler, K. M., Freeman, A., Zalewski, C. A.,
Blahna, M., Zhang, L., et al. (2005). Clonal groups and the
spread of resistance to trimethoprim-sulfamethoxazole in
uropathogenic Escherichia coli. Clinical Infectious Dis-
eases, 40, 1101–1107.

Gevers, D., Danielsen, M., Huys, G., & Swings, J. (2003).
Molecular characterization of tet (M) genes in Lactobacil-
lus isolates from different types of fermented dry sausage.
Applied and Environmental Microbiology, 69, 1270–1275.

Graves, A. K., Hagedorn, C., Teetor, A., Mahal, M., Booth, A.
M., & Reneau, R. B., Jr. (2002). Antibiotic resistance
profiles to determine sources of fecal contamination in a
rural Virginia watershed. Journal of Environmental Qual-
ity, 31, 1300–1308.

Griffin, D. W., Lipp, E. K., McLaughlin, M. R., & Rose, J. B.
(2001). Marine recreation and public health microbiology:
Quest for the ideal indicator. Bioscience, 51, 817–825.

Guan, T. Y., & Holley, R. A. (2003). Pathogen survival in
swine manure environments and transmission of human

Water Air Soil Pollut (2011) 217:473–489 487



enteric illness—A review. Journal of Environmental
Quality, 32, 383–392.

Hall, R. M. (1997). Mobile gene cassettes and integrons:
Moving antibiotic resistance genes in gram-negative
bacteria. In D. Chadwick & J. Goode (Eds.), Antibiotic
resistance: Origins, evolution, selection and spread (pp.
192–205). New York: Wiley.

Hall, M. L. A., Blok, H. E. M., Donders, A. R. T., Paauw, A.,
Fluit, A. C., & Verhoef, J. (2003). Multidrug resistance
among Enterobacteriaceae is strongly associated with the
presence of integrons and is independent of species or
isolate origin. The Journal of Infectious Diseases, 187,
251–259.

Harwood, V. J., Whitlock, J., & Withington, V. (2000).
Classification of antibiotic resistance patterns of indicator
bacteria by discriminate analysis: Use in predicting the
source of fecal contamination in subtropical waters.
Applied and Environmental Microbiology, 66, 3698–3704.

Hooper, D. C. (2002). Target modification as a mechanism of
antimicrobial resistance. In K. Lewis, A. A. Salyers, H. W.
Taber, & R. G. Wax (Eds.), Bacterial resistance to
antimicrobials (pp. 161–192). New York: Marcel Dekker.

Hurd, H. S. (2006). Assessing risks to human health from
antibiotic use in food animals. Microbe, 1, 115–119.

Illinois Pollution Control Board. (2002). Illinois Adminis-
trative Code, Title 35, Subtitle C: Water Pollution,
Chapter 1, Part 302: Water Quality Standards, Sec-
tion 302.209: Fecal Coliform (As amended at 12 Ill. Reg.
12082, effective July 11, 1988). Illinois Pollution Control
Board, Chicago, Illinois. http://www.ipcb.state.il.us/SLR/
IPCBandIEPAEnvironmentalRegulations-Title35.asp.
Accessed 21 February 2008.

Iwane, T., Urase, T., & Yamamoto, K. (2001). Possible impact
of treated wastewater discharge on incidence of antibiotic
resistant bacteria in river water. Water Science and
Technology, 43, 91–99.

Kauffman, J., & Melmoth, K. (2003). Final report, ECCSCM
water monitoring project 2001–2003. Environmentally
Concerned Citizens of South Central Michigan, Hudson,
MI http://www.nocafos.org/finalreport.htm. Accessed 13
June 2005.

Khachatourians, G. G. (1998). Agricultural use of antibiotics
and the evolution and transfer of antibiotic-resistant
bacteria. Canadian Medical Association Journal, 159,
1129–1136.

Lebaron, P., Roux, V., Lett, M. C., & Baleux, B. (1993). Effects
of pili rigidity and energy availability on conjugative
plasmid transfer in aquatic environments. Microbial
Releases, 2, 127–133.

Levy, S. B. (1997). Antibiotic resistance: An ecological
imbalance. In D. Chadwick & J. Goode (Eds.), Antibiotic
resistance: Origins, evolution, selection and spread
(pp. 1–14). New York: Wiley.

Lind, O. T. (1985). Handbook of common methods in limnology
(2nd ed.). Dubuque: Hunt.

Lu, K., Asano, R., & Davies, J. (2004). Antimicrobial
resistance gene delivery in animal feeds. Emerging
Infectious Diseases, 10, 679–683.

Mascaretti, O. A. (2003). Bacteria versus antibacterial agents:
an integrated approach. Washington: ASM.

Mazel, D. (2004). Integrons and the origin of antibiotic
resistance gene cassettes. ASM News, 70, 520–525.

McGinnis, S., & Madden, T. L. (2004). BLAST: At the core of
a powerful and diverse set of sequence analysis tools.
Nucleic Acids Research, 1(32), W20–W25. http://www.
ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=
pubmed&list_uids=15215342&dopt=Citation. Accessed
22 October 2009 (web server issue).

McKeon, D. M., Calabrese, J. P., & Bissonnette, G. K. (1995).
Antibiotic resistant gram-negative bacteria in rural ground-
water supplies. Water Research, 29, 1902–1908.

Michigan Department of Environmental Quality. (1999). Water
quality standards. p A-47 (R323.1062 Microorganisms).
Surface Water Quality Division, Michigan Department of
Environmental Quality, Lansing, MI. http://www.michigan.
gov/deq/0,1607,7-135-3313_3686_3728-12711–,00.html
and http://www.deq.state.mi.us/documents/deq-wb-intreport-
appendixa.pdf. Accessed 5 January 2007.

Michigan Department of Environmental Quality. (2003a).
Biological surveys of the tributaries in the vicinity of two
CAFOs in the St. Joseph and Bean/Tiffin Watersheds
Hillsdale and Lenawee counties, Michigan June 10, 11,
and 19, 2003. Report #MI/DEQ/WD-03-092. Water
Quality Division, Michigan Department of Environmental
Quality, Lansing, MI. http://www.michigan.gov/deq/
0,1607,7-135-3304-54941–,00.html Accessed 23 October
2006.

Michigan Department of Environmental Quality. (2003b).
Combined sewer overflow and sanitary sewer overflow
2002 & 2003 annual report (January 2002–December
2003). Surface Water Quality Division, Michigan Depart-
ment of Environmental Quality, Lansing, MI. http://www.
deq.state.mi.us/documents/deq-wd-csossoreport03.pdf
Accessed 3 June 2005.

Michigan Department of Environmental Quality. (2004a).
Combined sewer overflow and sanitary sewer overflow 2004
annual report. Surface Water Quality Division, Michigan
Department of Environmental Quality, Lansing, MI. http://
www.deq.state.mi.us/documents/deq-wb-csossoreport04.
pdf. Accessed 8 June 2005.

Michigan Department of Environmental Quality. (2004b).
Water quality and pollution control in Michigan: 2004
Sections 303(d) and 305(b) integrated report. Report #
MI/DEQWD-04/029. Water Quality Division, Michigan
Department of Environmental Quality, Lansing, MI. http://
www.michigan.gov/deq/0,1607,7-135-3304-54941–,00.
html. Accessed 5 June 2005.

Michigan Department of Environmental Quality. (2005).
Combined sewer overflow and sanitary sewer overflow 2005
annual report. Surface Water Quality Division, Michigan
Department of Environmental Quality, Lansing, MI. http://
www.deq.state.mi.us/documents/deq-wb-csossoreport05.
pdf. Accessed 27 December 2006.

Mitchell, M. K., & Stapp, W. B. (1997). Field manual for water
quality monitoring (11th ed., pp. 25–39). Dubuque:
Kendall/Hunt.

Niemi, M., Sibakov, M., & Niemela, S. (1983). Antibiotic
resistance among different species of fecal coliforms
isolated from water samples. Applied and Environmental
Microbiology, 45, 79–83.

488 Water Air Soil Pollut (2011) 217:473–489

http://www.ipcb.state.il.us/SLR/IPCBandIEPAEnvironmentalRegulations-Title35.asp
http://www.ipcb.state.il.us/SLR/IPCBandIEPAEnvironmentalRegulations-Title35.asp
http://www.nocafos.org/finalreport.htm
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=pubmed&list_uids=15215342&dopt=Citation
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=pubmed&list_uids=15215342&dopt=Citation
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=pubmed&list_uids=15215342&dopt=Citation
http://www.michigan.gov/deq/0,1607,7-135-3313_3686_3728-12711--,00.html
http://www.michigan.gov/deq/0,1607,7-135-3313_3686_3728-12711--,00.html
http://www.deq.state.mi.us/documents/deq-wb-intreport-appendixa.pdf
http://www.deq.state.mi.us/documents/deq-wb-intreport-appendixa.pdf
http://www.michigan.gov/deq/0,1607,7-135-3304-54941--,00.html
http://www.michigan.gov/deq/0,1607,7-135-3304-54941--,00.html
http://www.deq.state.mi.us/documents/deq-wd-csossoreport03.pdf
http://www.deq.state.mi.us/documents/deq-wd-csossoreport03.pdf
http://www.deq.state.mi.us/documents/deq-wb-csossoreport04.pdf
http://www.deq.state.mi.us/documents/deq-wb-csossoreport04.pdf
http://www.deq.state.mi.us/documents/deq-wb-csossoreport04.pdf
http://www.michigan.gov/deq/0,1607,7-135-3304-54941--,00.html
http://www.michigan.gov/deq/0,1607,7-135-3304-54941--,00.html
http://www.michigan.gov/deq/0,1607,7-135-3304-54941--,00.html
http://www.deq.state.mi.us/documents/deq-wb-csossoreport05.pdf
http://www.deq.state.mi.us/documents/deq-wb-csossoreport05.pdf
http://www.deq.state.mi.us/documents/deq-wb-csossoreport05.pdf


Ogan, M. T., & Nwiika, D. E. (1993). Studies on the ecology of
aquatic bacteria of the lower Niger delta: Multiple
antibiotic resistance among the standard plate count
organisms. The Journal of Applied Bacteriology, 74,
595–602.

Oppegaard, H., Steinum, T. M., & Wasteson, Y. (2001).
Horizontal transfer of a multi-drug resistance plasmid
between coliform bacteria of human and bovine origin in a
farm environment. Applied and Environmental Microbiol-
ogy, 67, 3732–3734.

Pell, A. N. (1997). Manure and microbes: Public and animal
health problem? Journal of Dairy Science, 80, 2673–2681.

Pembroke, J. T., MacMahon, C., & McGrath, B. (2002). The
role of conjugative transposons in the Enterobacteriaceae.
Cellular and Molecular Life Sciences, 59, 2055–2064.

Quintiliani, R., Jr., Sham, D. F., & Courvalin, P. (1999).
Mechanisms of resistance to antimicrobial agents. In P.
Murray, E. Baron, M. Pfaller, F. Tenover, & R. Yolken
(Eds.), Manual of clinical microbiology (pp. 1505–1525).
Washington: ASM.

Rice, E. W., Messer, J. W., Johnson, C. H., & Reasoner, D. J.
(1995). Occurrence of high-level aminoglycoside resis-
tance in environmental isolates of enterococci. Applied
and Environmental Microbiology, 61, 374–376.

Roberts, M. C. (2005). Update on acquired tetracycline resistance
genes. FEMS Microbiology Letters, 245, 195–203.

Salyers, A. A., Shoemaker, N. B., & Bonheyo, G. T. (2002).
The ecology of antibiotic resistance genes. In K. Lewis, A.
A. Salyers, H. W. Taber, & R. G. Wax (Eds.), Bacterial
resistance to antimicrobials (pp. 1505–1525). New York:
Marcel Dekker.

Sayah, R. S., Kaneene, J. B., Johnson, Y., & Miller, R. (2005).
Patterns of antimicrobial resistance observed in Escher-
ichia coli isolates obtained from domestic- and wild-
animal fecal samples, human septage, and surface water.
Applied and Environmental Microbiology, 71, 1394–1404.

Schmitt, H., Stoob, K., Hamscher, G., Smit, E., & Seinen, W.
(2006). Tetracyclines and tetracycline resistance in agri-
cultural soils: Microcosm and field studies. Microbial
Ecology, 51, 267–276.

Schwartz, T., Kohnen, W., Jansen, B., & Obst, U. (2003).
Detection of antibiotic-resistant bacteria and their resistance
genes in wastewater, surface water and drinking water
biofilms. FEMS Microbiology Ecology, 43, 325–335.

Stoner, N. (2005). EPA’s proposed policy on sewage dumping
during wet weather conditions. Presented testimony,
House Committee on Transportation and Infrastructure's
Water Resources and the Environment Subcommittee,
April 13, 2005. National Resources Defense Council,
New York, NY. http://www.nrdc.org/water/pollution/
tns0405.asp. Accessed 21 November 2005.

Tabbara, H. (2003). Phosphorus loss to runoff water 24 h after
application of liquid swine manure or fertilizer. Journal of
Environmental Quality, 32, 1044–1052.

Taber, H. W. (2002). Antibiotic permeability. In K. Lewis, A.
A. Salyers, H. W. Taber, & R. G. Wax (Eds.), Bacterial
resistance to antimicrobials (pp. 193–208). New York:
Marcel Dekker.

Taylor, R. K., Manoil, C., & Mekalanos, J. J. (1989). Broad-
host-range vectors for the delivery of TnphoA: Use in
genetic analysis of secreted virulence determinants of
Vibrio cholerae. Journal of Bacteriology, 171, 1870–1878.

Thomas, C. M., & Nielsen, K. M. (2005). Mechanisms of, and
barriers to, horizontal gene transfer between bacteria.
Nature Reviews. Microbiology, 3, 711–721.

US Environmental Protection Agency. (2002). United States
Code, Title 33, Chapter 26: Federal Water Pollution
Control Act. (As amended through P.L. 107-303, Novem-
ber 27, 2002.). US Environmental Protection Agency,
Washington, DC. http://www.epa.gov/region5/water/cwa.
htm. Accessed 27 December 2006.

Waters, V. L. (1999). Conjugative transfer in the dissemination
of beta-lactam and aminoglycoside resistance. Frontiers in
Bioscience, 4, 416–439.

Wegener, H. C., Aarestrup, F. M., Jensen, L. B., Hammerum,
A. M., & Bager, F. (1999). Use of antimicrobial growth
promoters in food animals and Enterococcus faecium
resistance to therapeutic antimicrobial drugs in Europe.
Emerging Infectious Diseases, 5, 329–335.

Wetzel, R. G. (2001). Limnology: Lake and river ecosystems
(3rd ed.). New York: Academic.

Wetzel, R. G., & Likens, G. E. (2000). Limnological analyses
(3rd ed.). New York: Springer.

White, P. A., McIver, C. J., & Rawlinson, W. D. (2001).
Integrons and gene cassettes in the Enterobacteriaceae.
Antimicrobial Agents and Chemotherapy, 45, 2658–2661.

Whitlock, J. E., Jones, D. T., & Harwood, V. J. (2002).
Identification of the sources of fecal coliforms in an urban
watershed using antibiotic resistance analysis. Water
Research, 36, 4273–4282.

Wiggins, B. A., Andrews, R. W., Conway, R. A., Corr, C. L.,
Dobratz, E. J., Dougherty, D. P., et al. (1999). Use of
antibiotic resistance analysis to identify nonpoint sources
of fecal contamination. Applied and Environmental Mi-
crobiology, 65, 3483–3486.

Witte, W. (1997). Impact of antibiotic use in animal feeding on
resistance of bacterial pathogens in humans. In D.
Chadwick & J. Goode (Eds.), Antibiotic resistance:
Origins, evolution, selection and spread (pp. 61–75).
New York: Wiley.

Zar, J. H. (1999). Biostatistical analysis (4th ed.). Upper Saddle
River: Prentice Hall.

Water Air Soil Pollut (2011) 217:473–489 489

http://www.nrdc.org/water/pollution/tns0405.asp
http://www.nrdc.org/water/pollution/tns0405.asp
http://www.epa.gov/region5/water/cwa.htm
http://www.epa.gov/region5/water/cwa.htm

	Antibiotic...
	Abstract
	Introduction
	Materials and Methods
	Study Design and Site Descriptions
	Sampling and Physical and Chemical Water Quality Procedures
	Bacterial Isolation and Antibiotic Resistance Susceptibility
	Conjugation Testing
	PCR Screening for Tetracycline Resistance Genes
	Identification of Environmental Bacteria
	Statistical Analysis

	Results
	Physical, Chemical, and Biological Water Quality
	Antibiotic Resistance Patterns
	Conjugal Transfer of Antibiotic Resistance Genes

	Discussion
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e5c4f5e55663e793a3001901a8fc775355b5090ae4ef653d190014ee553ca901a8fc756e072797f5153d15e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc87a25e55986f793a3001901a904e96fb5b5090f54ef650b390014ee553ca57287db2969b7db28def4e0a767c5e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020d654ba740020d45cc2dc002c0020c804c7900020ba54c77c002c0020c778d130b137c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor weergave op een beeldscherm, e-mail en internet. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for on-screen display, e-mail, and the Internet.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <FEFF004a006f0062006f007000740069006f006e007300200066006f00720020004100630072006f006200610074002000440069007300740069006c006c0065007200200037000d00500072006f006400750063006500730020005000440046002000660069006c0065007300200077006800690063006800200061007200650020007500730065006400200066006f00720020006f006e006c0069006e0065002e000d0028006300290020003200300031003000200053007000720069006e006700650072002d005600650072006c0061006700200047006d006200480020>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing false
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


