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ABSTRACT
Background: There is growing interest in understanding gut microbiome dynamics,
to increase the sustainability of livestock production systems and to better
understand the dynamics that regulate antibiotic resistance genes (i.e., the resistome).
High-throughput sequencing of RNA transcripts (RNA-seq) from microbial
communities (metatranscriptome) allows an unprecedented opportunity to analyze
the functional and taxonomical dynamics of the expressed microbiome and emerges
as a highly informative approach. However, the isolation and preservation of
high-quality RNA from livestock fecal samples remains highly challenging. This
study aimed to determine the impact of the various sample storage and RNA
extraction strategies on the recovery and integrity of microbial RNA extracted from
selected livestock (chicken and pig) fecal samples.
Methods: Fecal samples from pigs and chicken were collected from conventional
slaughterhouses. Two different storage buffers were used at two different storage
temperatures. The extraction of total RNA was done using four different
commercially available kits and RNA integrity/quality and concentration were
measured using a Bioanalyzer 2100 system with RNA 6000 Nano kit (Agilent, Santa
Clara, CA, USA). In addition, RT-qPCR was used to assess bacterial RNA quality and
the level of host RNA contamination.
Results: The quantity and quality of RNA differed by sample type (i.e., either pig or
chicken) and most significantly by the extraction kit, with differences in the
extraction method resulting in the least variability in pig feces samples and the most
variability in chicken feces. Considering a tradeoff between the RNA yield and the
RNA integrity and at the same time minimizing the amount of host RNA in the
sample, a combination of storing the fecal samples in RNALater at either 4 �C (for 24
h) or −80 �C (up to 2 weeks) with extraction with PM kit (RNEasy Power
Microbiome Kit) had the best performance for both chicken and pig samples.
Conclusion: Our findings provided a further emphasis on using a consistent
methodology for sample storage, duration as well as a compatible RNA extraction
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approach. This is crucial as the impact of these technical steps can be potentially large
compared with the real biological variability to be explained in microbiome and
resistome studies.

Subjects Agricultural Science, Bioinformatics, Food Science and Technology, Microbiology,
Molecular Biology
Keywords Livestock microbiome, Metatranscriptomics, Sample storage, RNA-extraction, Chicken
feces, Pig feces, RT-qPCR

INTRODUCTION
Gut microbial communities play important multifactorial roles in animal physiology. They
are important in controlling pathogen colonization and in immune system development.
They also help in digestion by metabolizing the compounds in diet, which could not be
broken down through enzyme production by the animal host, and in the production of
vitamins, such as vitamins B12, B5, and K (Ikeda-Ohtsubo et al., 2018).

Characterizing the livestock gut microbiota in terms of taxonomy and phylogeny has
been carried out in a large number of studies by sequencing of the 16S ribosomal RNA
subunit gene, of which either the full length or its hypervariable regions are targeted for
sequencing and used for taxonomic classification (Deusch et al., 2015; Ikeda-Ohtsubo et al.,
2018). Shotgun metagenomic sequencing adds a more detailed insight to the taxonomical
characterization of a sample, by providing information about functional and genetic
microbiome variability (Wooley, Godzik & Friedberg, 2010). Yet, it does not distinguish
whether this information comes from cells that are viable or not or whether the predicted
genes are actually expressed (Knight et al., 2018). In fact, microbial encoded genes are
not necessarily matching their transcription (Gallardo-Becerra et al., 2020). A study
conducted in the human gut microbiome by Franzosa et al. (2014) observed that up to 41%
of microbial transcripts have different relative abundances when compared to their
genome content. To overcome that limitation, high-throughput sequencing of RNA
transcripts (RNA-seq) from microbial communities (metatranscriptome) allows an
unprecedented opportunity to analyze the functional and taxonomical dynamics of the
expressed microbiome (Bikel et al., 2015). Moreover, metatranscriptomics (MTX) is used
as an effective method to assess which antibiotic resistance genes (ARGs) are actively
transcribed by the microbiome (Marcelino et al., 2019). When appropriately applied in
combination with metagenomics, it clearly unfolds which of the genes that were annotated
in the metagenomic analysis are transcribed and to what extent, giving further insight
into the physiological functions from a potential repertoire of bacteria that are actually
active in a given context (Bashiardes, Zilberman-Schapira & Elinav, 2016; Bikel et al., 2015;
Franzosa et al., 2014; Knight et al., 2018).

While there are benefits of using MTX to assess the gut microbiome, experimental bias
can be introduced during critical experimental steps (Bashiardes, Zilberman-Schapira &
Elinav, 2016; Knight et al., 2018). These key steps include: selection of sample storage
media, temperature and length of storage, the RNA extraction method, etc. (Bashiardes,
Zilberman-Schapira & Elinav, 2016; Franzosa et al., 2014; Knight et al., 2018). Information
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about the effect of the experimental bias on the livestock gut microbiome is essential for
large-scale, time-series and field microbiome analysis projects. Maintaining sample
integrity constitutes a special concern in these situations, as it is not logistically feasible for
researchers to collect and process samples on the same day and in many cases freezing at
−80 �C (considered as the gold standard for microbiome material) is not possible
(Peimbert & Alcaraz, 2016; Song et al., 2016). Instead, samples are usually taken at various
time points and are collected and stored for future analysis. Next to the limitation of
obtaining high quality and sufficient quantity of bacterial RNA, coextraction of host RNA
is also an important consideration (Bashiardes, Zilberman-Schapira & Elinav, 2016; Bikel
et al., 2015). Thus, a good method for sample storage, including both storage media and
length of time of storage, and a subsequent compatible RNA extraction protocol is essential
for downstream next generation sequencing to accurately recover the gut microbiome.

Our primary goal in this study was to determine the impact of the sample storage and
RNA extraction strategies on the recovery of high-quality microbial RNA from selected
livestock (chicken and pig) fecal samples. These sample matrices were chosen because
the vast majority of livestock microbiome efforts are performed on fecal samples.
We selected two currently used storage media RNALater stabilization reagent (referred to
as RL) and DNA/RNA ShieldTM (referred to as ZM) used in two storage conditions
(overnight at 4 �C or 2 weeks at −80 �C), and in combination with four commercially
available microbial RNA extraction kits, the QIAGEN RNeasy Power Microbiome total
RNA Kit (referred to as PM) (QIAGEN, Hilden, Germany), the Norgen Biotek stool
RNA Kit (referred to as NO) (Norgen Biotek Corp, Thorold, ON, Canada), the
ZymoBIOMICS RNA miniprep Kit (referred to as ZY) (Thermo Fisher Scientific,
Waltham, MA), and the Macherey-Nagel NucleoSpin RNA stool Kit (referred to as MN)
(Machery-Nagel Fisher Scientific, Düren, Germany). We evaluated the performance of
these approaches using metrics that have been previously shown to be affected by the
storage media and extraction method including RNA yield, purity and more importantly
RNA integrity (Reck et al., 2015).

MATERIALS AND METHODS
Sample collection and stabilization
Fecal samples from a 180 days old pig (n = 1) and 55 days old chicken (n = 8) were
obtained from conventional slaughterhouses. Subsequent to the euthanasia of the animals,
the gastrointestinal tract was removed, stored on normal ice (4 �C) and immediately
transported to the laboratory (~15 min transportation time). Samples from the digesta in
the distal part of the large intestine, herein referred to as feces, were gathered. The pig fecal
sample, as well as the pooled chicken fecal samples, were homogenized and then
transferred into the tubes containing the defined storage media including RNALater
(QIAGEN GmbH, Hilden, Germany) stabilization reagent (RL) and DNA/RNA ShieldTM

(Zymo Research, Irvine, CA, USA) reagent (ZM). After an overnight storage at 4 �C, to
mimic the real field and transportation condition, half of the tubes in each storage media
were immediately subjected to the RNA extraction procedure, while the other half was
stored at −80 �C for 2 weeks until extraction. The duration of the freezing period was
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considered of minor importance in this study and was chosen to reflect realistic conditions
based on in-house work routine (Seelenfreund et al., 2014).

RNA extraction
Extraction of total RNA was done using four different commercially available kits, namely
the RNeasy PowerMicrobiome kit, (QIAGEN GmbH, Hilden, Germany), the Stool Total
RNA purification kit (Norgen Biotek crop. Thorold, Canada), ZymoBIOMICSTM RNA
Miniprep kit (Zymo Research, Irvine, CA, USA), and the NucleoSpin RNA stool kit
(Macherey-Nagel GmbH, Düren, Germany). The RNA extraction was conducted in
triplicate, yielding twelve samples (i.e., three per combination) per each animal type.
The combinations were the following: RL stabilization + short storage (4 �C, 24 h); RL
stabilization + long storage (4 �C, 24 h followed by −80 �C, 2 weeks); ZM stabilization +
short storage; ZM stabilization + long storage. The tubes containing samples were thawed
on ice and then vortexed for homogenization. The content of each tube was transferred
into individual 2 ml Eppendorf tubes and centrifuged with 15,000 × g (Eppendorf
Centrifuge 5424 R) for 5 min at room temperature (25 �C) to pellet out the feces and to
remove the supernatant, which could contain traces of stabilizers. The RNA extraction
from all samples was carried out following kit protocols with minor adjustments:
Firstly, 150 mg of sample were used as initial starting material, and secondly, 80 ml of
RNAse-free water was used instead of 100 µl for the elution of all the extracted RNA.

RNA extraction using the QIAGEN RNeasy Power Microbiome total
RNA kit (PM)
Total RNA isolation was performed according to the manufacturer’s instructions.

RNA extraction using the Norgen Biotek stool RNA kit (NO)
Total RNA extraction was carried out as per the manufacturer’s protocols.

RNA extraction using the ZymoBIOMICS RNA miniprep kit (ZY)
Total RNA purification was performed according to the manufacturer’s instructions.

RNA extraction using the Macherey-Nagel NucleoSpin RNA stool kit
(MN)
Total RNA isolation was performed according to the manufacturer’s instructions.

Determination of RNA concentration and integrity
Three methods were used to check the RNA quantity (concentration) and quality (purity
and integrity) in each of the 96 samples. Firstly, the Nano-Drop spectrophotometer
(Thermo Scientific, Wilmington, DE, USA) was used to check the absorbance at different
wavelengths. The 260/280 ratio was used to estimate the purity of RNA regarding
compounds absorbing UV light (e.g., proteins). The 260/230 ratio was used to estimate
the presence of contaminants (e.g., salts). Samples with a 260/230 ratio in the range of
2.0–2.2 were considered to contain a sufficiently pure RNA. Secondly, the concentration
and the quality of the total RNA was determined with the Qubit 4 fluorometer
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(Thermo Scientific, Wilmington, DE, USA). The total RNA was quantified according to
the Qubit RNA XR Assay Kit protocol. The RNA integrity and quality were quantified
according to the Qubit RNA IQ Assay Kit protocol. Thirdly, the RNA integrity/quality and
concentration were measured using a Bioanalyzer 2100 system (Agilent, Santa Clara, CA,
USA) with capillary electrophoresis, using the RNA 6000 Nano kit (Agilent, Santa
Clara, CA, USA). Bioanalyzer RNA 6000 Nano assay provides a measurement of RNA
integrity (quality) quantified by the RNA Integrity Number (RIN). The RIN and
concentration were checked following the manufacturer’s protocol.

Transcriptional analysis by RT-qPCR
To determine if the extracted RNA was functional, Reverse Transcription (RT-qPCR)
was applied, using a previously established assay targeting the bacterial 16 S rRNA gene
(Liu et al., 2012). To further evaluate the contamination of RNA extracts with host
RNA, RT-qPCR targeting the chicken (gallus gallus, NM_001252255), or pig (sus scrofa,
NM_001001636) ribosomal protein L32 (RPL32) gene was performed. Details on the
qPCR assays (primer/probe sets, target genes, reagents and cycling conditions) are
summarized in Table S2.

After assay optimization and evaluation in the corresponding matrices, an equivalent
volume from all samples, three biological replicates per extraction method and host
organism, were then assayed by qPCR in technical triplicates both with the BactQuant
assay and the assays against the chicken and pig RPL32 genes in two duplex reactions
(The BactQuant assay combined with either the gallus RPL32 or the sus RPL32 assay;
Table S2). RT-qPCR was conducted in a one-step reaction using a the SOLIScript 1-step
Multiplex Probe Kit (Solis Biodyne, Tartu, Estonia). Each qPCR reaction composition
consists of 10 µl reaction mixture and 2.5 µl of the isolate was used as template in a 12.5 µl
one-step qPCR reaction. The resulting Ct values were converted into absolute values using
the 2−DCt formula. For each assay, a corresponding set of qPCR reactions lacking the
reverse transcription step was performed as control for signal derived from DNA template.
The results indicated that the DNA quantities present in the samples are less than 25% in
all cases (delta Ct >2).

Statistical analysis
For analysis of RNA yield and RNA integrity number (RIN), a linear regression was
performed where the predictors were sample type, extraction method, storage media,
storage temperature and an interaction term between the sample type, extraction
method, storage media, storage temperature to determine if the final yield or quality of the
extracted RNA was impacted by interaction of the variables. In case the interaction term
had a P-value of <0.05, we performed subsequent linear regression stratified by sample
type, followed by a pairwise analysis. The normality of the data was checked with Shapiro-
Wilk-Test (Shapiro & Wilk, 1965) and where necessary the data was normalized based on
the output from the best Normalize R package (Peterson & Cavanaugh, 2020).
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RESULTS
RNA extraction, storage and their interaction affect the recovery of
RNA
Linear regression analysis showed a significant effect of the sample type (pig or species
feces; P = 0.02), storage media (P = 1.6e−07), storage temperature (P = 1.1e−05) and the
extraction kits (P = 1.4e−11) on the final RNA yield. The sum of the square value indicated
that among the different experimental variable, the extraction kit accounted for the
majority of the variability in the RNA yield (SSR = 12.50), followed by storage media
(SSR = 5.22), storage temperature (SSR = 3.41) and the sample type (SSR = 0.78).
In general, a significantly higher amount of RNA was recovered from the chicken feces
samples compared to the pig fecal material (Fig. 1; Table S1). Of note, the interaction term
between the sample type and other variables was not statistically significant (P = 0.19),
suggesting that one specific combination of the storage media and storage temperature
followed by a specific RNA extraction methodology resulted in a higher yield of RNA,
regardless of the sample type. In fact, the highest yield of the RNA was obtained from
the samples stored in RL for 2 weeks at −80 �C and extracted with the MN kit (Fig. 1).
For the chicken feces samples, PM extraction kit showed the second-best performance in
terms of DNA yield, achieving (significantly) higher RNA recovery from the fecal samples
(PPM vs MN = 0.02, PPM vs NO = 0.06, PPM vs ZY = 3.17e−6) after adjusting for the
storage media and the storage time (Fig. 1A). Linear mixed effect model analysis with the
RNA extraction methods as covariate revealed that sample storage duration was a
predictor of RNA yield, with the samples stored at −80 �C associated with a significantly
higher RNA concentration (P = 1.68e−06; Fig. 1). Of the investigated storage media,

Figure 1 Total RNA yield. Total RNA yield obtained from chicken feces (A) and pig feces (B) using four different RNA extraction kits (MN, NO,
PM, ZY), two different stabilization kits (RL and ZM), and two different storage temperatures (4 �C and −80 �C). Boxplots represent triplicate values,
the median is indicated by a horizontal line within the box. Significant differences were tested with the Kruskal–Wallis paired t-test, �P < 0.05,
��P < 0.01, ���P < 0.001, and ����P < 0.0001. Full-size DOI: 10.7717/peerj.13547/fig-1
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storing the chicken feces in RNALater resulted in a higher recovery of RNA, regardless of
the storage duration (P = 0.0004; Fig. 1A). Linear regression analysis of the RNA yield from
the pig feces revealed that the type of the storage and the storage duration are not the
predictor of the RNA yield but the RNA extraction methodology is (P = 0.009; Fig. 1B).
Specifically, the interaction term between the storage time and the extraction kit was
significant, indicating that there was no single extraction method that had the highest RNA
yield for all storage media and storage temperature. For the pig feces samples stored at
4 �C, ZY, NO and MN comparatively resulted in higher yield of RNA, while PM extraction
kit output was the lowest (Fig. 1A). For the pig feces samples stored at −80 �C for
2 weeks, generally the yield was higher compared to the one stored at 4 �C, though not
significant. The MN extraction kit significantly performed better than the other three
extraction methodologies, achieving higher RNA recovery from the pig feces samples
(P ≤ 0.03).

RNA extraction, storage and their interaction affect the integrity of RNA
The statistical analysis of the RNA integrity data based on the RIN as response variable
demonstrated that on average the RNA extracted from the pig feces had significantly
higher integrity compared to the ones extracted from chicken samples (P = 0.0002).
Regardless of the sample type, the combination of the storage in ZM buffer for 2 weeks at
−80 �C and extraction using the ZY kit resulted in a higher integrity of the extracted RNA
(Fig. 2; Table S1). Linear regression analysis showed that for both sample types, the
extraction kit was the main predictor of the RNA integrity (sum of squares regression
SSRchicken = 144.72, SSRpig = 220.47, P < 0.001). The second main predictor for the chicken
fecal samples was the storage temperature (SSR = 35.02, P = 0.0004), while the second
main driver of the RIN (SSR = 15.07, P = 0.02) for the pig feces samples was the
storage media. The chicken samples stored at 4 �C, extracted by the PM kit showed
significantly (P ≤ 0.01) higher integrity of the RNA, regardless of the storage media,
although sample storage in RL resulted in a higher RIN number. However, for the samples

Figure 2 Total RNA integrity. Total RNA integrity in samples obtained from chicken feces (A) and pig feces (B) using four different RNA
extraction kits (MN, NO, PM, ZY), two different stabilization kits (RL and ZM), and two different storage temperatures (4 �C and −80 �C). Boxplots
represent triplicate values, the median is indicated by a horizontal line within the box. Significant differences were tested with the Kruskal–Wallis
paired t-test, �P < 0.05, ��P < 0.01, ���P < 0.001, and ����P < 0.0001. Full-size DOI: 10.7717/peerj.13547/fig-2
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stored at −80 �C, a storage media dependent effect was observed, mainly for the ZY kit
(Fig. 2A). For example, the RNA extracted by the ZY extraction kit from the sample
stored in ZM buffer, showed the highest RNA integrity based on RIN number. However,
the same kit resulted in a very poor integrity of RNA extracted from the chicken samples
stored in RL buffer (Fig. 2A). On average, the integrity of the RNA extracted from the
pig feces samples stored in RL buffer was significantly higher than the ones stored at ZM
buffer (P = 0.014). Regardless of the storage media the MN and ZY extraction kits
demonstrated a good performance in terms of the integrity of extracted RNA (Fig. 2B).

RT-qPCR analysis confirm coextraction of host RNA
Next to quantity, purity and integrity, RNA extracts were further evaluated for
functionality by detecting the bacterial 16S rRNA gene. To further quantify the extent of
coextraction of eukaryotic RNA, thereby adding an additional quality metric allowing to
select conditions with high amounts of bacterial RNA, the chicken, respectively swine
RPL32 gene transcript was assessed in downstream RT-qPCR analysis. Amplification was
possible for all samples, revealing absence of potential PCR inhibitors in the extracts.
The RT-qPCR results presented in Fig. 3 show differences between extraction kits and
storage conditions for both targets and reveal a substantial amount of coextracted
eukaryotic mRNA, when taking the bacteria to host RNA ratio into account. In general
data suggest higher 16S to RPL32 ratios for pig feces than for chicken. Regardless of the
sample type and the storage conditions, the PM kit revealed a high (except ZM buffer at
4 �C), while the NO kit revealed a low bacteria to host RNA ratio.

DISCUSSION
In this study, we compared the impact of the storage media, temperature and length as
well as RNA extraction approaches on the recovery and integrity of microbial RNA
extracted from chicken and pig fecal samples. Our findings showed that the quantity and

Figure 3 RT-qPCR data of 16S rRNA and RPL32 gene transcript RNA from all the extracted RNA samples. Bacterial 16S and RPL32 gene
transcripts from chicken and pig were measured by RT-qPCR in chicken feces (A) and pig feces (B) using four different RNA extraction kits (MN,
NO, PM, ZY), two different stabilization kits (RL and ZM), and two different storage temperatures (4 �C and −80 �C); In box plots, gray and yellow
colored bars represent 16s rRNA and RPL32 gene transcripts, respectively. Full-size DOI: 10.7717/peerj.13547/fig-3
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quality of RNA varied significantly by the extraction kit. Pig feces samples showed the
lowest variability and chicken feces samples exhibited the greatest variability regarding
differences in the extraction method. Overall, the PM extraction kit in combination with
storing the fecal samples in RL at either 4 �C (for 24 h) or −80 �C (up to 2 weeks)
performed best for both chicken and pig samples considering the RNA yield, the RNA
integrity and finally the level of host contamination, as an additional quality metric.
The presence of host RNA, as estimated by targeting the chicken and pig RPL32mRNA by
RT-qPCR for this study, constitutes a severe technical issue in metatranscriptomic
analysis. Obtained results uncovered coextraction of host RNA in all samples, regardless of
the extraction kit and storage condition, with the PM kit showing overall the highest
bacterial to host RNA ratio.

Our results further underscored the importance of a standardized protocol or reporting
guidelines for sample storage, duration and RNA extraction approach. This is very
important as the possible effect of these technological measures can potential mask the
actual biological heterogeneity to be described in the microbiome studies. Human
microbiome researchers have already advocated for reporting guidelines and
standardization procedures in their field (Amos et al., 2020;Mirzayi et al., 2021; Tourlousse
et al., 2021). Developing similar standards is crucial to accelerate progress in the area of
livestock microbiome research.

To the best of our knowledge, our study is the first one investigating the impact of
sample storage and RNA extraction strategies on the recovery of high-quality microbial
RNA for livestock gut microbiome analysis. However, there are a few studies that have
been performed on human stool or biofilm samples (Cardona et al., 2012; Yao, Rao &
Habimana, 2021). In 2015, Reck et al. (2015) compared different RNA extraction kits and
RNA storage solutions for human stool metatranscriptome analyses. They compared
the Chloroform:Isoamylalcohol RNA extraction protocol used by Zoetendal et al. (2006)
with four commercially available kits, two of which were also used in our study. They
found that the PM Kit performed best with respect to RNA yield and purity. Considering
these parameters in our study, the PM kit was outperformed by the MN kit, which was
not included in the study by Reck et al. (2015). Since the stability of RNA is a crucial factor
in metatranscriptome studies, Reck et al. (2015) also had a closer look on the effect of
storage and stabilization reagents on the final RNA quality by comparing four different
available RNA stabilizers over a time-period of 360 h (Reck et al., 2015; Zoetendal et al.,
2006). Overall, this study provides information on the stability of human stool
metatranscriptome under different preservation and storage conditions. Other studies
performed in human stool samples have addressed the issue of RNA stabilization after
sampling, showing that the RNALater kit was the most successful stabilizer and protector
of RNA during storage, even if different RNA extraction procedures were used (Franzosa
et al., 2014; Seelenfreund et al., 2014; Song et al., 2016). In line with these results our study
suggests that RL is also the best RNA stabilizer for chicken and pig intestinal samples.

Analysis of the metatranscriptome via RNA sequencing is often impaired by the low
abundance of prokaryotic mRNA. As the mRNA accounts only for a small subset of the
total RNA, the removal of rRNA before starting library preparation has already been
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implemented in various studies on the gut microbiome to avoid wasting reads in the
sequencing process and allow cost-effective MTX analysis (Faits et al., 2020; Ogunade,
Pech-Cervantes & Schweickart, 2019; Reck et al., 2015; Sher et al., 2020;Wang et al., 2020).
Still, high abundance of host RNA (as e.g., commonly obtained in biopsy samples or
samples with low bacterial load) constitutes a technical issue: Commercially available
rRNA depletion kits might not provide a sufficient high level of enrichment in bacterial
mRNA, which can affect the sequencing depth for the microbiota, increase overall
processing costs and complicate downstream analysis (Bashiardes, Zilberman-Schapira &
Elinav, 2016; Bikel et al., 2015). Therefore, to ensure high bacteria to host RNA ratios,
the application of extraction protocols revealing only low levels of host RNA
contamination or methods for host RNA depletion are suggested (Giannoukos et al.,
2012; Kumar et al., 2016; Robbe-Saule et al., 2017). Applying a protocol for differential
lysis of eukaryotic cells, Robbe-Saule et al. (2017) were able to reduce the level of host RNA
five times, compared to the initial RNA extraction protocol. The level of co-extracted host
RNA contaminants, as evaluated in this study, might therefor be another important
parameter in selecting appropriate microbial RNA extraction kits and constitutes a valid
starting point for further optimization. Further measures of RNA depletion might be a
trade of costs and personal hours added upon inclusion of further steps, but might be
of special interest, when studying the in vitro transcriptome of bacterial pathogens.
Applying a targeted RNA sequencing approach by differential cell lysis and probe-based
ribosomal depletion, a 50-fold enrichment in the gene number of Mycobacterium
tuberculosis was obtained in an in vivo infection model (Cornejo-Granados et al., 2021).

While, to the best of our knowledge, there is no information on the application of MN
and ZY kit in gut microbiome research available in literature, the PM extraction kit,
showing overall good performance in our study, was used successfully (with or without
storing the fecal samples in RL) for metatranscriptomics on human, pig, chicken and
elephant feces samples as well as on infant gut and cattle rumen samples (Faits et al.,
2020; Güllert et al., 2016; Ogunade, Pech-Cervantes & Schweickart, 2019; Reck et al., 2015;
Sher et al., 2020; Wang et al., 2020). Based on the available data, the PM kit might be a
good candidate for RNA extraction of other monogastric livestock species as well.
By contrast, we obtained low RNA yields and poor RNA quality for pig and chicken
samples extracted with the NO kit, which has been used successfully for RNA-Seq
analysis in a study on human gut microbiome (Tarallo et al., 2019). As matrix dependent
effects of the storage and RNA extraction methodologies cannot be ruled out and as
compared to the Metagenome based research of human, animal or environmental derived
samples, only view technical studies for metatranscriptomic analysis are available, further
investigation might be necessary.

In many studies fecal samples are used as a proxy to study the gut microbiota. However,
these may not be fully representative of the whole gastrointestinal tract. In this study we
used colon fecal samples, so our results may not apply to protocols where the recovery
of high-quality RNA is performed from other chicken or pig gastrointestinal regions
such as duodenum, jejunum, ileum or cecum and they may have suffered from the small
size of our sampling material (one pig and eight chicken). Sample size in terms of the
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number of animals was small, we cannot exclude the likelihood that the results observed
here represent those from a larger number of individuals. Although there are gut
microbiota studies that reveal good correlation between 16S rRNA and mRNA stability
(Reck et al., 2015), rRNA is generally considered as more stable and might therefor only be
a moderate indicator for the stability of the present mRNA. Nevertheless, our findings are a
starting point in electing the most efficient combination of parameters and kits to extract
high quality RNA that is representative of the chicken and pig gut microbiota.

CONCLUSIONS
In this study, we highlighted how key stages of conducting a metatranscriptomics
study on livestock microbiome, including the sample storage and RNA extraction, can
potentially affect the results and therefore their possible biological interpretation.
Our results suggest that the shipping of chicken and pig fecal samples on normal ice (4 �C)
from farm to laboratory within 24 h, while stabilized in RNALater buffer, followed by
extraction with Rneasy Power Microbiome kit could be established as a standard practice
for large cohort livestock microbiome studies.

ACKNOWLEDGEMENTS
We thank Nikolaus Grabner and Andreas Köstelbauer for their outstanding
technical assistance.

ADDITIONAL INFORMATION AND DECLARATIONS

Funding
This research was funded by the Austrian Research Promotion Agency (FFG) through the
projects “Frontrunner: Omics technologies and natural feed additives-solving challenges of
livestock industry in the area of digitalization” (Project Number 866384) and COMET-K1
Competence Centre for Feed and Food Quality, Safety and Innovation (FFoQSI GmbH,
Project Number 854182). The COMET-K1 competence centre FFoQSI is funded by the
Austrian ministries BMVIT and BMDW and the Austrian provinces Niederoesterreich,
Upper Austria, and Vienna within the scope of COMET—Competence Centers for
Excellent Technologies. The program COMET is handled by the Austrian Research
Promotion Agency FFG. The funders had no role in study design, data collection and
analysis, decision to publish, or preparation of the manuscript.

Grant Disclosures
The following grant information was disclosed by the authors:
Austrian Research Promotion Agency (FFG): 866384.
COMET-K1 Competence Centre for Feed and Food Quality, Safety and Innovation
(FFoQSI GmbH): 854182.
Austrian Research Promotion Agency FFG.

Koorakula et al. (2022), PeerJ, DOI 10.7717/peerj.13547 11/15

http://dx.doi.org/10.7717/peerj.13547
https://peerj.com/


Competing Interests
Mahdi Ghanbari and Gertrude Wegl are employed by Biomin Holding GmbH.
The authors declare that they have no competing interests.

Author Contributions
� Raju Koorakula conceived and designed the experiments, performed the experiments,
analyzed the data, prepared figures and/or tables, authored or reviewed drafts of the
article, writing—original draft preparation, and approved the final draft.

� Mahdi Ghanbari conceived and designed the experiments, analyzed the data, authored
or reviewed drafts of the article, writing—original draft preparation,supervision,
investigation, resources,funding acquisition, and approved the final draft.

� Matteo Schiavinato conceived and designed the experiments, authored or reviewed
drafts of the article, supervision, and approved the final draft.

� Gertrude Wegl conceived and designed the experiments, prepared figures and/or tables,
authored or reviewed drafts of the article, supervision, investigation, resources, and
approved the final draft.

� Juliane C. Dohm conceived and designed the experiments, authored or reviewed drafts
of the article, supervision,resources, and approved the final draft.

� Konrad J. Domig conceived and designed the experiments, authored or reviewed drafts
of the article, supervision, resources,funding acquisition, and approved the final draft.

Animal Ethics
The following information was supplied relating to ethical approvals (i.e., approving body
and any reference numbers):

This animal study not required ethical review and approval because samples from pig
and chicken were collected from conventional slaughterhouses.

Field Study Permissions
The following information was supplied relating to field study approvals (i.e., approving
body and any reference numbers):

This animal study not required permission from any institution because samples from
pig and chicken were collected from conventional slaughterhouses.

Data Availability
The following information was supplied regarding data availability:

The raw data is available in the Supplemental Tables 1 and 2.

Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.13547#supplemental-information.

REFERENCES
Amos GCA, Logan A, Anwar S, Fritzsche M, Mate R, Bleazard T, Rijpkema S. 2020. Developing

standards for the microbiome field. Microbiome 8(1):98 DOI 10.1186/s40168-020-00856-3.

Koorakula et al. (2022), PeerJ, DOI 10.7717/peerj.13547 12/15

http://dx.doi.org/10.7717/peerj.13547#supplemental-information
http://dx.doi.org/10.7717/peerj.13547#supplemental-information
http://dx.doi.org/10.1186/s40168-020-00856-3
http://dx.doi.org/10.7717/peerj.13547
https://peerj.com/


Bashiardes S, Zilberman-Schapira G, Elinav E. 2016. Use of metatranscriptomics in microbiome
research. Bioinformatics and Biology Insights 10:19–25 DOI 10.4137/BBI.S34610.

Bikel S, Valdez-Lara A, Cornejo-Granados F, Rico K, Canizales-Quinteros S, Soberón X, Del
Pozo-Yauner L, Ochoa-Leyva A. 2015. Combining metagenomics, metatranscriptomics and
viromics to explore novel microbial interactions: towards a systems-level understanding of
human microbiome. Computational and Structural Biotechnology Journal 13(5519):390–401
DOI 10.1016/j.csbj.2015.06.001.

Cardona S, Eck A, Cassellas M, Gallart M, Alastrue C, Dore J, Azpiroz F, Roca J, Guarner F,
Manichanh C. 2012. Storage conditions of intestinal microbiota matter in metagenomic
analysis. BMC Microbiology 12(1):158 DOI 10.1186/1471-2180-12-158.

Cornejo-Granados F, López-Leal G, Mata-Espinosa DA, Barrios-Payán J, Marquina-Castillo B,
Equihua-Medina E, Zatarain-Barrón ZL, Molina-Romero C, Hernández-Pando R,
Ochoa-Leyva A. 2021. Targeted RNA-seq reveals the M. tuberculosis transcriptome from an
in vivo infection model. Biology 10(9):848 DOI 10.3390/biology10090848.

Deusch S, Tilocca B, Camarinha-Silva A, Seifert J. 2015. News in livestock research - use of
Omics-technologies to study the microbiota in the gastrointestinal tract of farm animals.
Computational and Structural Biotechnology Journal 13(Suppl. 4):55–63
DOI 10.1016/j.csbj.2014.12.005.

Faits T, Walker ME, Rodriguez-Morato J, Meng H, Gervis JE, Galluccio JM, Lichtenstein AH,
Johnson WE, Matthan NR. 2020. Exploring changes in the human gut microbiota and
microbial-derived metabolites in response to diets enriched in simple, refined, or unrefined
carbohydrate-containing foods: a post hoc analysis of a randomized clinical trial. The American
Journal of Clinical Nutrition 112(6):1631–1641 DOI 10.1093/ajcn/nqaa254.

Franzosa EA, Morgan XC, Segata N, Waldron L, Reyes J, Earl AM, Giannoukos G, Boylan MR,
Ciulla D, Gevers D, Izard J, Garrett WS, Chan AT, Huttenhower C. 2014. Relating the
metatranscriptome and metagenome of the human gut. Proceedings of the National Academy of
Sciences of the United States of America 111(22):E2329–E2338 DOI 10.1073/pnas.1319284111.

Gallardo-Becerra L, Cornejo-Granados F, García-López R, Valdez-Lara A, Bikel S,
Canizales-Quinteros S, López-Contreras BE, Mendoza-Vargas A, Nielsen H, Ochoa-Leyva A.
2020. Metatranscriptomic analysis to define the Secrebiome, and 16S rRNA profiling of the gut
microbiome in obesity and metabolic syndrome of Mexican children. Microbial Cell Factories
19(1):61 DOI 10.1186/s12934-020-01319-y.

Giannoukos G, Ciulla DM, Huang K, Haas BJ, Izard J, Levin JZ, Livny J, Earl AM, Gevers D,
Ward DV, Nusbaum C, Birren BW, Gnirke A. 2012. Efficient and robust RNA-seq process for
cultured bacteria and complex community transcriptomes. Genome Biology 13(3):r23
DOI 10.1186/gb-2012-13-3-r23.

Güllert S, Fischer MA, Turaev D, Noebauer B, Ilmberger N, Wemheuer B, Alawi M, Rattei T,
Daniel R, Schmitz RA, Grundhoff A, Streit WR. 2016. Deep metagenome and
metatranscriptome analyses of microbial communities affiliated with an industrial biogas
fermenter, a cow rumen, and elephant feces reveal major differences in carbohydrate hydrolysis
strategies. Biotechnology for Biofuels 9(1):121 DOI 10.1186/s13068-016-0534-x.

Ikeda-Ohtsubo W, Brugman S, Warden CH, Rebel JMJ, Folkerts G, Pieterse CMJ. 2018. How
can we define “Optimal Microbiota?”: a comparative review of structure and functions of
microbiota of animals, fish, and plants in agriculture. Frontiers in Nutrition 5:90
DOI 10.3389/fnut.2018.00090.

Knight R, Vrbanac A, Taylor BC, Aksenov A, Callewaert C, Debelius J, Gonzalez A,
Kosciolek T, McCall L-I, McDonald D, Melnik AV, Morton JT, Navas J, Quinn RA,

Koorakula et al. (2022), PeerJ, DOI 10.7717/peerj.13547 13/15

http://dx.doi.org/10.4137/BBI.S34610
http://dx.doi.org/10.1016/j.csbj.2015.06.001
http://dx.doi.org/10.1186/1471-2180-12-158
http://dx.doi.org/10.3390/biology10090848
http://dx.doi.org/10.1016/j.csbj.2014.12.005
http://dx.doi.org/10.1093/ajcn/nqaa254
http://dx.doi.org/10.1073/pnas.1319284111
http://dx.doi.org/10.1186/s12934-020-01319-y
http://dx.doi.org/10.1186/gb-2012-13-3-r23
http://dx.doi.org/10.1186/s13068-016-0534-x
http://dx.doi.org/10.3389/fnut.2018.00090
http://dx.doi.org/10.7717/peerj.13547
https://peerj.com/


Sanders JG, Swafford AD, Thompson LR, Tripathi A, Xu ZZ, Zaneveld JR, Zhu Q,
Caporaso JG, Dorrestein PC. 2018. Best practices for analysing microbiomes. Nature Reviews
Microbiology 16(7):410–422 DOI 10.1038/s41579-018-0029-9.

Kumar N, Lin M, Zhao X, Ott S, Santana-Cruz I, Daugherty S, Rikihisa Y, Sadzewicz L,
Tallon LJ, Fraser CM, Dunning Hotopp JC. 2016. Efficient enrichment of bacterial mRNA
from host-bacteria total RNA samples. Scientific Reports 6(1):34850 DOI 10.1038/srep34850.

Liu CM, Aziz M, Kachur S, Hsueh P-R, Huang Y-T, Keim P, Price LB. 2012. BactQuant: an
enhanced broad-coverage bacterial quantitative real-time PCR assay. BMC Microbiology
12(1):56 DOI 10.1186/1471-2180-12-56.

Marcelino VR, Wille M, Hurt AC, González-Acuña D, Klaassen M, Schlub TE, Eden JS, Shi M,
Iredell JR, Sorrell TC, Holmes EC. 2019. Meta-transcriptomics reveals a diverse antibiotic
resistance gene pool in avian microbiomes. BMC Biology 17(1):1350
DOI 10.1186/s12915-019-0649-1.

Mirzayi C, Renson A, Furlanello C, Sansone S-A, Zohra F, Elsafoury S, Geistlinger L,
Kasselman LJ, Eckenrode K, van de Wijgert J, Loughman A, Marques FZ, MacIntyre DA,
Arumugam M, Azhar R, Beghini F, Bergstrom K, Bhatt A, Bisanz JE, Braun J, Bravo HC,
Buck GA, Bushman F, Casero D, Clarke G, Collado MC, Cotter PD, Cryan JF, Demmer RT,
Devkota S, Elinav E, Escobar JS, Fettweis J, Finn RD, Fodor AA, Forslund S, Franke A,
Furlanello C, Gilbert J, Grice E, Haibe-Kains B, Handley S, Herd P, Holmes S, Jacobs JP,
Karstens L, Knight R, Knights D, Koren O, Kwon DS, Langille M, Lindsay B, McGovern D,
McHardy AC, McWeeney S, Mueller NT, Nezi L, Olm M, Palm N, Pasolli E, Raes J,
Redinbo MR, Rühlemann M, Balfour Sartor R, Schloss PD, Schriml L, Segal E, Shardell M,
Sharpton T, Smirnova E, Sokol H, Sonnenburg JL, Srinivasan S, Thingholm LB,
Turnbaugh PJ, Upadhyay V, Walls RL, Wilmes P, Yamada T, Zeller G, Zhang M, Zhao N,
Zhao L, Bao W, Culhane A, Devanarayan V, Dopazo J, Fan X, Fischer M, Jones W, Kusko R,
Mason CE, Mercer TR, Sansone S-A, Scherer A, Shi L, Thakkar S, Tong W, Wolfinger R,
Hunter C, Segata N, Huttenhower C, Dowd JB, Jones HE, Waldron L, Genomic Standards C,
Massive A, Quality Control S. 2021. Reporting guidelines for human microbiome research: the
STORMS checklist. Nature Medicine 27(11):1885–1892 DOI 10.1038/s41591-021-01552-x.

Ogunade I, Pech-Cervantes A, Schweickart H. 2019. Metatranscriptomic analysis of sub-acute
ruminal acidosis in beef cattle. Animals 9(5):232 DOI 10.3390/ani9050232.

Peimbert M, Alcaraz LD. 2016. A Hitchhiker’s Guide to Metatranscriptomics. In: Aransay A,
Lavín Trueba J, eds. Field Guidelines for Genetic Experimental Designs in High-Throughput
Sequencing. Cham: Springer.

Peterson RA, Cavanaugh JE. 2020. Ordered quantile normalization: a semiparametric
transformation built for the cross-validation era. Journal of Applied Statistics
47(13–15):2312–2327 DOI 10.1080/02664763.2019.1630372.

Reck M, Tomasch J, Deng Z, Jarek M, Husemann P, Wagner-Döbler I. 2015. Stool
metatranscriptomics: a technical guideline for mRNA stabilisation and isolation. BMC Genomics
16(1):804 DOI 10.1186/s12864-015-1694-y.

Robbe-Saule M, Babonneau J, Sismeiro O, Marsollier L, Marion E. 2017. An optimized method
for extracting bacterial rna from mouse skin tissue colonized by mycobacterium ulcerans.
Frontiers in Microbiology 8(e1002342):512 DOI 10.3389/fmicb.2017.00512.

Seelenfreund E, Robinson WA, Amato CM, Tan AC, Kim J, Robinson SE. 2014. Long term
storage of dry versus frozen RNA for next generation molecular studies. PLOS ONE
9(11):e111827 DOI 10.1371/journal.pone.0111827.

Koorakula et al. (2022), PeerJ, DOI 10.7717/peerj.13547 14/15

http://dx.doi.org/10.1038/s41579-018-0029-9
http://dx.doi.org/10.1038/srep34850
http://dx.doi.org/10.1186/1471-2180-12-56
http://dx.doi.org/10.1186/s12915-019-0649-1
http://dx.doi.org/10.1038/s41591-021-01552-x
http://dx.doi.org/10.3390/ani9050232
http://dx.doi.org/10.1080/02664763.2019.1630372
http://dx.doi.org/10.1186/s12864-015-1694-y
http://dx.doi.org/10.3389/fmicb.2017.00512
http://dx.doi.org/10.1371/journal.pone.0111827
http://dx.doi.org/10.7717/peerj.13547
https://peerj.com/


Shapiro SS, Wilk MB. 1965. An analysis of variance test for normality (Complete Samples).
Biometrika 52(3/4):591–611 DOI 10.2307/2333709.

Sher Y, Olm MR, Raveh-Sadka T, Brown CT, Sher R, Firek B, Baker R, Morowitz MJ,
Banfield JF. 2020. Combined analysis of microbial metagenomic and metatranscriptomic
sequencing data to assess in situ physiological conditions in the premature infant gut. PLOS ONE
15(3):e0229537 DOI 10.1371/journal.pone.0229537.

Song SJ, Amir A, Metcalf JL, Amato KR, Xu ZZ, Humphrey G, Knight R. 2016. Preservation
methods differ in fecal microbiome stability, affecting suitability for field studies. mSystems
1(3):e00021 DOI 10.1128/mSystems.00021-16.

Tarallo S, Ferrero G, Gallo G, Francavilla A, Clerico G, Luc AR, Manghi P, Thomas AM,
Vineis P, Segata N, Pardini B, Naccarati A, Cordero F, Wilmes P. 2019. Altered fecal small
RNA profiles in colorectal cancer reflect gut microbiome composition in stool samples.
mSystems 4:e00289 DOI 10.1128/mSystems.00289-19.

Tourlousse DM, Narita K, Miura T, Sakamoto M, Ohashi A, Shiina K, Matsuda M, Miura D,
Shimamura M, Ohyama Y, Yamazoe A, Uchino Y, Kameyama K, Arioka S, Kataoka J,
Hisada T, Fujii K, Takahashi S, Kuroiwa M, Rokushima M, Nishiyama M, Tanaka Y,
Fuchikami T, Aoki H, Kira S, Koyanagi R, Naito T, Nishiwaki M, Kumagai H, Konda M,
Kasahara K, Ohkuma M, Kawasaki H, Sekiguchi Y, Terauchi J. 2021. Validation and
standardization of DNA extraction and library construction methods for metagenomics-based
human fecal microbiome measurements. Microbiome 9(1):95
DOI 10.1186/s40168-021-01048-3.

Wang Y, Hu Y, Liu F, Cao J, Lv N, Zhu B, Zhang G, Gao GF. 2020. Integrated metagenomic and
metatranscriptomic profiling reveals differentially expressed resistomes in human, chicken, and
pig gut microbiomes. Environment International 138:105649
DOI 10.1016/j.envint.2020.105649.

Wooley JC, Godzik A, Friedberg I. 2010. A primer on metagenomics. PLOS Computational
Biology 6(2):e1000667 DOI 10.1371/journal.pcbi.1000667.

Yao Y, Rao S, Habimana O. 2021. Active microbiome structure and functional analyses of
freshwater benthic biofilm samples influenced by RNA extraction methods. Frontiers in
Microbiology 12:219 DOI 10.3389/fmicb.2021.588025.

Zoetendal EG, Booijink CCGM, Klaassens ES, Heilig HGHJ, Kleerebezem M, Smidt H,
de Vos WM. 2006. Isolation of RNA from bacterial samples of the human gastrointestinal tract.
Nature Protocols 1(2):954–959 DOI 10.1038/nprot.2006.143.

Koorakula et al. (2022), PeerJ, DOI 10.7717/peerj.13547 15/15

http://dx.doi.org/10.2307/2333709
http://dx.doi.org/10.1371/journal.pone.0229537
http://dx.doi.org/10.1128/mSystems.00021-16
http://dx.doi.org/10.1128/mSystems.00289-19
http://dx.doi.org/10.1186/s40168-021-01048-3
http://dx.doi.org/10.1016/j.envint.2020.105649
http://dx.doi.org/10.1371/journal.pcbi.1000667
http://dx.doi.org/10.3389/fmicb.2021.588025
http://dx.doi.org/10.1038/nprot.2006.143
http://dx.doi.org/10.7717/peerj.13547
https://peerj.com/

	Storage media and RNA extraction approaches substantially influence the recovery and integrity of livestock fecal microbial RNA
	Introduction
	Materials and Methods
	Results
	Discussion
	Conclusions
	flink6
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /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 true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /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

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. 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 for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /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 /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


