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This is the final report for the E2016-08 project that ran from January 2016-December 2017.

Aims of this study
1. Quantify the relative amount of 7 antibiotic resistance and genetic mobility genes in
manure and agricultural soil samples pre- and post- manure application. Samples will be
collected prior to manure spread and at set intervals following manure application. Five
genes will be the same as those used by Marti and colleagues and in addition we will test
tetM and cfiA, which we have found to be present in our manure (30).

2. Characterize the bacterial community diversity in manure and agricultural soils pre- and
post- manure application.

3. One medium-range outcome is to share this work with the scientific community to build a
more complete picture of the fate of antibiotic resistance genes in the environment.

4. Another medium-range goal is to provide farmers and community members with our
results to help them determine relative time needed between manure application and
vegetable planting to decrease the spread of antibiotic resistance genes.

Due to impending legal actions at the farm we sampled at in the fall of 2015, we decided to
move to a farm that was not involved in the lawsuit and hold the samples collected in 2015. We
began collecting samples at the Lynneville/Sully farm in the fall of 2016. We collected soil
samples prior to manure spreading on 11/08/16, manure during spreading on 11/12/16, and
following manure application on 11/15/16, both manure line and soil between manure line,
and tilled soil on 2/17/17 and 3/22/17. Samples were collected from the top 15 cm of soil,
stored in sterile bags, and frozen upon return to the lab.

DNA was extracted individually from each sample in triplicate for qPCR analysis. This work was
undertaken in the summer of 2017 by three undergraduate students and myself. After working
through many technical challenges, we were able to gather reproducible gPCR results for ermB,
sull, intl, ermC, strB and incWrepA. For each reaction were determined the amount of DNA
present in the samples based on our standard control, which was each product in a vector
tested at known concentrations. All samples were normalized for 16S rRNA. This work was
completed from 02/17-12/17.
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Figure 1. Relative abundance to 16S of (A) erm(B), (B) erm(C), (C) sull, (D) str(B), (E) int1, (F)
IncW repA in soil, manure, and manure line samples. N=20 for soil and manure line. N=10 for
manure. Different letters designate statistical significance within each target gene (P<0.05).



Gene abundances were evaluated for the 2016 fall and 2017 spring relative to the rrnS gene
copy number. Every gene was able to be detected in at least one sample (Fig. 1). However, gene
abundance ranged varied by about 100 fold and each gene abundance pattern was unique. The
gene target erm(C) had the highest abundance of all the genes.

Gene targets erm(B) and erm(C) had similar abundance dynamics (Fig.1). For both genes,
manure had the highest gene abundance. Soil prior to manure application had almost no
guantifiable gene copies of erm(B) or erm(C), and both gene abundances significantly increased
in the manure line and soil samples after manure application. The target ermB and erm(C)
abundances returned to pre-manure application levels in the spring. Sull abundance was
overall very low. Soil before manure application, manure, and manure line samples all had
similar abundances of the gene target sull (Fig.1). sul1l abundance decreased in the soil after
manure application. In the 11/15/16 soil sample, was below the limit of quantification (BLQ) in
all but one replicate, and was BLD in about half of the spring soil sample dates. Abundance of
str(B) was similar in all the samples, with a significant decrease in the 3/22/17 soil where str(B)
abundance was mostly BLQ. Similarly, int1 abundance was unchanged throughout samples until
a dcrease in abundance in the spring soil samples. int1 abundance was also very low. IncW repA
had little significant difference between abundances throughout all the samples as all samples
except for the 11/8/16 soil were mostly BLQ.

Abundance of select antibiotic resistance and mobile element target genes were measured to
determine the effect of manure application on their dynamics. Gene target abundances in
almost all the soil samples were low and many were unquantifiable. Even with the difficulty
measuring and analyzing the abundances, there were two sets of genes that had similar
abundance dynamics. The targets erm(B), erm(C), and sull abundances significantly increased
after manure application, but returned to pre-manure abundance in the spring, while manure
application had no significant effect on the abundance of str(B), int1 and IncW repA genes. A
decrease in gene abundance may be attributed to either natural decay of the genes or weather
conditions, including precipitation and temperature. An increase in gene abundance at any
sampling time point may be attributed to as an increase in bacteria that carry that gene either
due to direct addition from the manure microbiome or proliferation of resistant bacteria
previously in the soil. Interestingly, the two sets of patterns may be explained by the hogs
previous exposure to antibiotics. The manure producing hogs were given sulfamethazine, which
sull resists, and the macrolide tylosin phosphate, which both erm(B), erm(C) may provide
resistance (46, 47). Abundance of sul/1 has been previously shown to be positively correlated
with the amount of sulfonamide in soil (48). The hogs were not given any streptomycin or other
aminoglycides of which str(B) provides resistance (49). While the abundance patterns may be
explained by antibiotic exposure, which is thought to be the mechanism that promotes
resistance, it is important to note str(B) was still detected all samples (17). This may mean the
str(B) abundances may be residues from a previous course of antibiotics as resistance is known
to persist for years after antibiotics have been administered, or be due to naturally occurring
resistance (50, 51).



To our knowledge, this study is the first of its kind to examine manure application from a CAFO,
but many studies have shown similar trends of increase in ARG abundance after manure
application affirming the present study (13, 14, 52, 53). However, the time period that the
increased abundance persists is still unknown. The present study found that gene abundances
return to pre-manure application levels if applied in the fall before spring planting. Marti et al.
suggests a offset time of at least one growing period is necessary to allow abundance to safely
return to pre-application conditions (13). Hamscher et al. found that the abundance of ARGs
can continue to accumulate for years (54). Another study from Heuer and Smalla found that
ARGs persist for at least 2 months (55). These differing results suggest that gene abundances
are sensitive to factors like soil type and application rates, and further studies are needed to
better characterize the fate and dynamics of ARGs following manure application.

Portions of each sample were aliquoted in 0.25 g amounts for DNA extraction. The DNA was
delivered to the USDA lab in Ames for DNA extraction by a robot. This DNA is for 16S rRNA
community analysis. After we received low yield on 16S rRNA high throughput sequencing, it
was determined that the USDA robot system and kit used did not work equally well on manure
and soil samples. DNA has been extracted again from all samples using a different kit and robot
at lowa State University. The samples are currently waiting in a cue for MiSeq of the 16S rRNA. |
attended the EDAMAME workshop in 08/17 to learn the tools necessary for 16S rRNA analysis
and | currently have one student at the 2018 workshop to practice analysis on our first set of
sequences before we get the second round of sequencing back.

We are currently writing a paper for submission to Applied and Environmental Microbiology.
The last piece of data for this paper will be the 16S rRNA community analysis, which will be
completed this summer. The paper will be submitted in the fall of 2018. This work has been
presented at the Midstates Consortium meeting in the fall of 2017 in St. Louis. Upon
completion of the last part of the work, we will meet with Doug Hoksbergen to share our
findings and to explore ways to share our results with the broader farming community.
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