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ABSTRACT In the present study, RNA-sequencing was used to elucidate the change of the anaerobic 

digestion metatranscriptome after long chain fatty acids (oleate) exposure. In order to explore the general 

transcriptional behavior of the microbiome, the analysis was firstly performed on the shotgun reads without 

considering a reference metagenome. As a second step, the RNA reads were aligned on the genes encoded by 

the microbial community, revealing the expression of more than 51,000 different transcripts. The present 

study is the first research which was able to dissect the transcriptional behavior at a single species level by 

considering the 106 microbial genomes previously identified. The exploration of the metabolic pathways 

confirmed the importance of Syntrophomonas species in fatty acids degradation, and also highlighted the 

presence of protective mechanisms towards the long chain fatty acid effects in bacteria belonging to 

Clostridiales, Rykenellaceae and in species of the genera Halothermothrix and Anaerobaculum. 

Additionally, an interesting transcriptional activation of the chemotaxis genes was evidenced in seven 

species belonging to Clostridia, Halothermothrix and Tepidanaerobacter. Surprisingly, methanogens 

revealed a very versatile behavior different from each other, even among similar species of the 

Methanoculleus genus, while a strong increase of the expression level in Methanosarcina sp. was evidenced 

after oleate addition. 

 

INTRODUCTION  

Biogas production is a sustainable solution for energy generation and waste resource recovery, and therefore, 

attracted increasing attention from the society. Biogas is generated through the Anaerobic Digestion (AD) of 

organic matter, which is accomplished by an intricate set of microbial species. In previous studies, this 

complex microbiome was studied mainly using traditional microbiological techniques or targeting the 16S 

rRNA gene; thus, emphasizing on the phylogenetic characterization of the microbiome 
1-3

. Only recently, 

metagenomic studies were performed focusing on the genome and metagenome characteristics in order to 

improve the phylogenetic analysis and additionally to determine the functional roles of the microbial species 

in the AD system 
4, 5

. In these studies, the assembly and binning processes of the high throughput sequencing 

reads can benefit further metatranscriptomic research. First of all, it is known that the assembly of the 

shotgun reads leads to a more solid analysis of the high throughput sequencing reads, which are otherwise 



error-prone 
6
. This procedure improves the gene finding process and, consequently, allows the alignment of 

the RNA-seq reads on genes predicted from the assembly, providing a more reliable calculation of their 

expression level. Secondly, the binning process is of a great importance because it untangles the microbial 

genomes from the metagenomic assembly 
7
. One of the main limitations of the short-reads is the minimal 

signal usable for homology searches. This restriction hampers direct annotation against reference databases, 

but it can be overcome by the binning process that allows the assignment of the reads obtained from the 

RNA-seq at the species-level. This last step uncovers the transcriptional behavior of the single species in the 

microbial community and reveals the transcriptionally inactive species 
8
. As it can be easily understood from 

the above, the gene prediction and annotation processes allow the identification of the metabolic pathways 

that a species can potentially utilize; nevertheless, only a transcriptional study can really determine which 

genes undergo transcriptional activation in a specific environmental context. Therefore, a metatranscriptomic 

approach will significantly contribute to elucidate the functional role of the biogas microbial community. 

Despite the advantages of the metatranscriptomics, very few gene expression studies were previously 

performed on the AD microbiome using next-generation sequencing 
9, 10

. All of these analyses were mainly 

focused on a general definition of the active part of the biogas community without exploring the 

transcriptional changes determined by an environmental stimulus. Additionally, the analyses performed in 

previous studies with the Genome Sequencer FLX instrument were strongly limited by the “low” throughput 

of this sequencing platform, which range around 0.5-1 million reads 
10

. Out of the total number of sequences, 

mRNA represents a minor fraction of the total RNA (5 %) resulting in the identification of a few thousands 

of reads assigned to the mRNA transcripts. It has also to be considered that rRNA subtraction is particularly 

difficult in the metagenomics samples, due to the high diversity of the species present, and gives at best a 

fourfold increase in the recovery of non-rRNA reads 
11

. For all these reasons, it is still unclear to what extent 

high-throughput sequencing methods provide a representation of the expressed functional genes in microbial 

community transcriptomes. Despite these limitations, the metatranscriptomic analysis of the anaerobic 

digester community revealed transcripts encoding enzymes involved in substrate hydrolysis, acidogenesis 

and acetate formation, and evidenced a high transcriptional activity of archaeal population 
10

. These results 

were confirmed by a more recent study performed using a high sequencing depth, that also revealed a high 

expression level for the genes involved in hydrogenotrophic methanogenesis in the single reactor analyzed 
9
. 



However, in the majority of the previously cited metatrascriptomic studies, a large proportion of reads could 

not be assigned to known species, highlighting the need for a reference genome/metagenome. 

In the present research, a comprehensive metatranscriptomic analysis was performed in triplicate biogas 

reactors that underwent radical shifts of the influent feedstock induced by the addition of Long Chain Fatty 

Acids (LCFA). The alignment of the RNA-seq reads on genes and corresponding genomes was supported by 

a previous metagenomics study performed by the authors and focused on metagenomics assembly and 

binning of the microbial community in laboratory scale biogas reactors 
5
. This previous analysis was 

performed before and after LCFA addition and led to the identification of the 106 GBs analyzed in the 

present metatranscriptomic project. The addition of the unsaturated LCFA in the feedstock as a mean to alter 

the community dynamicity was specifically selected due to the significant importance of such compounds in 

the AD process. LCFA are primarily degraded via β-oxidation generating acetate and hydrogen, which are 

further converted to methane and carbon dioxide. This process is concertedly performed by fatty acids 

oxidizing bacteria and methanogens 
12

. The bacterial counterpart is commonly represented by proton-

reducing acetogenic bacteria requiring the syntrophic interaction with H2-utilizing methanogens and 

acetoclastic methanogens 
13

. Thus far all the bacterial species that are able to grow on fatty acids with 4-18 

carbon atoms belong to Syntrophomonadaceae, Syntrophaceae and Clostridiaceae families 
14-17

. The 

archaeal species that are more frequently involved in this syntrophic cooperation are the hydrogenotrophic 

methanogens belonging to Methanobacterium genus, but also some acetoclastic archaea (i.e. 

Methanosarcina) have been identified 
18-20

. This syntrophic interaction has been extensively studied, and also 

some analyses investigated the transcriptional changes involved in lipid utilization in Syntrophomonas 

species 
21-23

. Furthermore, modifications of the microbiome determined by inhibitory levels of LCFA have 

been previously reported 
24-26

. Despite this, no metatranscriptomic studies were performed to elucidate the 

activity of the AD microbial community as a result of LCFA addition. Moreover, it is still unclear whether 

the main determinant of this process is a shift towards better adapted LCFA-degraders or the phenotypic 

adaptation of the existing microorganisms towards high LCFA concentrations (physiological 

acclimatization). 



To the best of our knowledge this is the first research elucidating the activity of the AD microbiome in 

adaptation to LCFA focusing on how the microbial species react to the LCFA addition by exploring the 

changes from a transcriptional point of view. 

 

MATERIALS AND METHODS 

Biogas reactors’ configuration and sample collection. 

The experiment was carried out in triplicate continuous stirred tank reactors (CSTR), denoted as CSTR01, 

CSTR02 and CSTR03. The reactors had total volume of 2 L and working volume of 1.5 L. All reactors were 

continuously stirred using magnetic stirrers and were equipped with thermal jackets in order to maintain the 

operating temperature steady at 54 ± 1°C. In the beginning all reactors were inoculated with thermophilic 

inoculum obtained from Snertinge biogas plant, Denmark. The experiment was divided in two periods; (1) 

during the first period all the reactors were fed exclusively with cattle manure (CM), and (2) during the 

second period the influent feedstock of each reactor was radically changed by adding sodium oleate (Na-

Oleate, 12 g/L-feed) to the CM. The influent feedstock was automatically provided twice per day using 

peristaltic pumps. Throughout the experiment the hydraulic retention time (HRT) of all reactors was kept 

constant at 15 days. Samples for metatranscriptomic analyses (~15 ml each) were collected from all reactors 

during the steady state condition of each period (i.e. period with stable biogas production with a daily 

variation lower than 10% for at least 5 days). The three samples (biological replicates) obtained from the first 

period were indicated as CSTR01a, CSTR02a and CSTR03a, while the three samples obtained from the 

second period were indicated as CSTR01b, CSTR02b and CSTR03b.  

RNA extraction and sequencing. 

Barley residues present in the manure were removed using a 100 μm nylon cell strainer filter as previously 

described 
27

. The filtered sample was centrifuged at 5,000 rpm for 10 min and the supernatant was discarded 

leaving ~2 g of material. To avoid RNA degradation, 3.5 ml of Phenol: Chloroform (pH 6.7/8.0) premixed 

with isoamyl alcohol (25:24:1) (Amresco, Incorporated) was added to the pellet after centrifugation and the 

samples were immediately further processed for RNA extraction. Only few minutes elapsed between 

samples collection and the addition of phenol solution. Total RNA was extracted from these 2 g of material 



using the RNA PowerSoil® Kit (MO BIO laboratories, Carlsbad, CA). The quality and the quantity of the 

extracted RNA were determined both using NanoDrop (ThermoFisher Scientific, Waltham, MA) and Qubit 

fluorometer (Life Technologies, Carlsbad, CA). RNA integrity was determined using Agilent Bioanalyzer, 

(Supporting Information, Figure S3). The quality of the samples fulfills the requirements of library 

preparation and RNA-sequencing of the Ramaciotti Centre for Genomics. A visual representation of the 

RNA-seq reads on some selected regions of the metagenome assembly assigned to the GB Eu01 is reported 

in (Supporting Information, Figure S2). 

RNA libraries were prepared from individual samples using the TruSeq RNA Library Preparation Kit 

(Illumina, San Diego, CA). All the samples were paired-end sequenced (2 x 150 bp) using MiSeq system 

(Illumina, San Diego, CA) in two different runs and considered as two technical replicates.  Due to the very 

high coefficient of determination calculated from the comparison of the two technical replicates (Supporting 

Information, Figure S4), the reads obtained from the two sequencing runs were considered together in the 

subsequent analyses. By considering the two technical replicates together, in the six samples were obtained 

5,723,021-5,908,785-6,286,045-6,871,442-6,696,876-5,494,112 sequences. Reads in FASTQ format were 

quality-filtered and the adaptors were removed using Trimmomatic software 
28

. 

Metatranscriptomic analysis with MG-RAST. 

All the reads obtained after filtering were uploaded to the MG-RAST metagenomics analysis server 
29

 and 

are available for download. Experiments are associated to the following accession ID: CSTR01a 

(4579369.3), CSTR02a (4579370.3), CSTR03a (4579371.3), CSTR01b (4579372.3), CSTR02b (4579373.3), 

CSTR03b (4579374.3). Reads were analyzed using the following parameters: Max. e-Value Cutoff 1e-5, 

Min. % Identity Cutoff 60%, Min. Alignment Length Cutoff 15. Data were analyzed using a) “subsystem-

2nd level” analysis, b) “KO-3rd level” analysis and c) “KEGG-orthology functions”. Data were visualized as 

a heatmap where each square represents the abundance level of a single category in a single sample. 

Numerical values were downloaded and included in the Dataset S2 and average values for the six samples 

were used to generate figures 1 and 2. 

Reads alignment, gene expression calculation and statistical analysis. 



Analysis on the single genes was performed considering the global metagenome assembly (v1) previously 

determined 
5
 and available in the biogas microbiome website (http://www.biogasmicrobiome.com/) and at 

DDBJ/EMBL/GenBank under the accession LFRM00000000. Filtered reads were aligned on reference 

metagenome assembly using bowtie2 
30

 and the number of reads mapped per each gene was determined from 

the “sam” file using HTSeq 
31

 with the options “-count” and “intersection-non empty”. The statistical 

analysis was performed using edgeR software 
32

 and the differentially expressed genes were filtered 

considering the p-value (pVal.Tgw < 0.05) and the coverage ratio (> 2 fold). 

In order to determine the contribution of the genome abundance variation to the changes in gene expression 

level, the same reads alignment and filtering procedure was applied using the shotgun DNA reads obtained 

for the same six samples 
5
. The variation of the “DNA coverage” between the two time periods (before and 

after LCFA addition) was determined by changes in abundance of the species in the microbial community. 

The contribution due to variations of the genome abundance was removed from the gene expression changes; 

this was performed by comparing the results obtained from edgeR software determined for DNA reads and 

RNA reads. 

Scaffold coverage was used to calculate the species abundance. It was previously determined with the 

genomecov software of the bedtools package 
33

 as described by 
5
 using as input the DNA-seq reads aligned 

to the assembly. Coverage was normalized considering the number of aligned reads and using the sample 

with the lower number as a reference. Starting from the scaffold coverage, the average coverage of each 

genome was determined using the “calcolo_genome_coverage.pl” perl script available in 

http://www.biogasmicrobiome.com. The “absolute expression level”, which is defined as the total number of 

RNA reads assigned to each microorganism was calculated with the same procedure. 

KEGG pathway maps in Supporting Information (Figure S1) were obtained with the “KEGG Mapper - 

Search&Color Pathway” tool 
34

. The absolute expression level of genes was represented as a heat map 

(Figure S1a) and the differentially expressed genes were highlighted in color (Figure S1b, c). 

To identify the COG and KEGG functional classes statistically enriched of differentially expressed genes the 

procedure described in 
35

 was followed. 10,000 random samplings of n genes (where n is the number of 

genes for each COG or KEGG class) were performed on the entire dataset of genes expressed (Dataset S3) 



using a perl script implementing the “rand()” function. For each class we calculated the fraction of random 

samples in which the number of genes differentially expressed was equal to or higher than DE (where DE is 

the number of genes differentially expressed in the group of n genes). If this fraction was lower than the 

significance level  (0.05) the enrichment of genes differentially expressed in the n genes was considered 

significant. 

 

RESULTS AND DISCUSSION 

Shotgun reads obtained for each sample ranged between 5.5 and 6.9 million (2.5-3.45 million paired-end 

reads) and were analyzed using two different procedures. The first one was based on a global functional 

analysis performed on the shotgun reads uploaded to the MG-RAST database and analyzed using 

“subsystem” and “KEGG”. This process is not based on prior knowledge of the metagenomic assembly 
5
 and 

for this reason it is totally independent from the genes previously identified. This approach aimed to obtain a 

general overview of the transcriptional modification in response to LCFA addition. On the contrary, the 

second approach described below was based on the alignment of shotgun reads to the metagenomic 

assembly. This procedure focused the analysis only on the genes previously identified, and has the advantage 

of “anchoring” the reads to a high quality gene prediction. Furthermore, it can also benefit from the 

assignment of the reads to the 106 microbial genomes previously identified 
5
. These genomes derived from 

the binning process of the metagenomics assembly and are referred as Genome Bins (GBs). As reported 

below, this approach is more appropriate to explore the effect of LCFA addition on the different species of 

the microbial community. 

Functional analysis of the reads on MG-RAST database. 

Shotgun sequences (not rRNA subtracted) were uploaded to MG-RAST and analyzed. The overview of the 

microbial activity relied on a three stage analysis approach, in which the extracted information and 

interpretation of the data progressed from more generic to more detailed level. More specifically, the 

transcriptional profile of the biogas microbial community was monitored by a) “subsystem-2
nd

 level” 

analysis which provided a general description highlighting the most active genes and the prevalent functions 



(Figure 1), b) “KO-3
rd

 level” analysis providing an overview of the KEGG pathways and additionally 

complemented the previous analysis (Figure 2), and c) “KEGG-orthology functions” analysis revealing 

genes increasing their expression after the LCFA addition to the reactor. Numerical data for “KEGG-

orthology” and “subsystem” are reported in Dataset S2. 

The “subsystem-2
nd

 level” analysis” showed that the transcriptional activity was dominated by the “one-

carbon metabolism”, which includes the genes of methanogenesis pathway (Methane metabolism, ko00680) 

(Figure 1). This result is in agreement with previous studies 
9, 10

 and was clearly due to the origin of the 

examined samples as they were obtained from AD systems producing methane. It is well known that the 

archaeal species present a narrow diversity in the biogas microbiome. The outcomes of the present research 

demonstrate that the high transcriptional activity of the methanogens is the main determinant which justifies 

their efficient role in the conversion of all intermediate metabolites produced by the diverse bacterial 

consortium. Transcripts encoding enzymes for other basal functioning of the cellular machinery, such as 

protein biosynthesis (ribosome in Figure 2), protein folding, transcription and ATP synthases, were also 

found to have high abundance. Moreover, genes belonging to the “fatty acids” category were also highly 

expressed. Nevertheless, at this level of analysis, the differences in the transcriptional activation of the 

microbes before and after the LCFA addition could not be evidenced. The inability to discriminate the 

influence of the LCFA on the microbial activity was probably due to the large number of genes grouped in 

this general functional category. However, as it will be further discussed, the metatranscriptomic analysis on 

single genes revealed that the fatty acid degradation pathway was one of the most deeply influenced due to 

the modifications of the feedstock composition. 

Another interesting finding was related to the presence of pathogens in the biogas reactors. In contrary with a 

recent study, which did not indicate the presence of putative pathogenic microorganisms in the biogas plants 

36
, the current metatranscriptomic analysis identified highly expressed gene categories related to 

pathogenicity islands (Figure 1). For applicability reasons, this finding is of a major importance considering 

that the digested effluent from the biogas plants is commonly utilized as soil fertilizer. The presence of 

pathogenic activity in the digestate raises risks and concerns for the health of living organisms in the area 



around the effluent disposal. Thus, a further investigation is needed in order to deeply characterize the role of 

these putative pathogenic genes. 

Similar findings were obtained from the analysis performed at a higher level of functional detail using “KO-

3
rd

 level”. Methane metabolism and major metabolic pathways for the microbial survival were among the 

most abundant categories. Nevertheless, it was remarkably found that genes belonging to some specific 

pathways relevant to the AD process, such as “butanoate” and “propanoate” metabolisms, have on average a 

low transcriptional level.  

Deeper insights in the functional dynamics were gained by performing the “KEGG-orthology functions” 

analysis (Dataset S2), in which the transcriptome of each biogas reactor (biological replicate) was compared 

prior and after the LCFA addition. The main advantage of this analysis relies on its specificity targeting 

single gene functions, in contrary with the previous analyses that provided a global functional overview. It 

should be noted that the findings reported for a certain gene function could be an outcome driven by different 

microbial species. The results showed that a large part of the more expressed genes (absolute expression 

level) were related to methanogenesis. More specifically, such genes are the ones encoding the subunits of 

the methyl-coenzyme M reductase (mcrB, mcrA, mcrC, mcrG, mcrD) which catalyzes the final step in 

methanogenesis, mtd (methylenetetrahydromethanopterin dehydrogenase) which is involved in the formation 

of methane from CO2, or subunits of the tetrahydromethanopterin S-methyltransferase (mtrH, mtrE, mtrD, 

mtrC, mtrF) which is involved in the formation of methane from CO. The preferable hydrogenotrophic 

pathway in the current experiment was a direct effect of the high abundance of the methanogen 

Methanoculleus sp. DTU006 
5
. The relevance of the methanogenic pathway from a transcriptional point of 

view is also evidenced by reporting the expression levels of the genes identified in the assembly on the 

“global” KEGG pathway map, and more specifically on the methane pathway (KO00680) (Supporting 

Information, Figure S1).  

Other highly expressed KEGG-orthology functions were related to genes encoding proteins with basal roles, 

such as flagellin fliC, cell division protein FtsZ, and molecular chaperone DnaK. Moreover, genes related to 

lipid degradation exhibited a medium/low expression, even after the LCFA addition. Nine genes involved in 

fatty acid degradation were expressed (out of 30 reported in KEGG) (path:map00071). Notably, these genes 



were mainly encoding various dehydrogenases such as adhE (EC:1.2.1.10 1.1.1.1), HADH (EC:1.1.1.35), 

E1.2.1.3 (EC:1.2.1.3), DCAA (EC:1.3.99.-), fadB (EC:1.1.1.35 4.2.1.17 5.1.2.3 5.3.3.8) and fadJ 

(EC:1.1.1.35 4.2.1.17 5.1.2.3), ferredoxin--NAD+ reductase hcaD (EC:1.18.1.3) and acetyl-CoA 

acyltransferase 1 ACAA1 (EC:2.3.1.16). However, none of these genes was clearly up-regulated in all the 

three replicates in response to LCFA addition. 

The results from the present study clearly prove that the shotgun metagenomics reads efficiently describe the 

global functional characteristics of the AD microbial community (Dataset S2). Nevertheless, their efficiency 

in monitoring the most relevant transcriptional modifications induced by the addition of LCFA is found to be 

limited. The apparently stable gene expression level detected can be mainly attributed to the fact that the 

transcriptomic analysis in meta-samples does not target genes of single species. Thus the gene functions of 

many species are merged together and are provided as a unique result. This is due to the impossibility of 

assigning with high level of confidence the RNA reads to the genes of the single species using the MG-

RAST software. Since it is expected that orthologous genes in different species present a variable response to 

a given perturbation, the final result can be blurry and the transcriptional level for most of the genes is 

unchanged. To solve this conundrum, an additional analysis was performed by aligning the RNA-seq reads 

to single genes extracted from the metagenome assembly. 

Global effect of LCFA on the transcriptional level of the GBs extracted from the biogas metagenome 

assembly. 

In order to interpret the results of this analysis, the functional behavior of the microbial community was 

described using two terms; a) the “absolute expression level”, which is defined as the total number of RNA 

reads assigned to each microorganism and b) the “transcriptional activity”, which is the ratio between the 

RNA reads to the DNA reads for each microbe. This resulted in three outcomes which are the identification 

of the most active species in the microbial community, the investigation of specific microbes that become 

less active even if they maintain steady their relative abundance, and finally the monitoring of the species 

behavior in response to LCFA exposure. Taxonomic, genomic and functional characteristics of the species 

included in the present analysis were previously described by Campanaro and coll. 
5
 (Additional File 3, 

Table S2) and in the present paper in Dataset S1. 



The absolute expression level of the microbes after LCFA addition impressively varied over six orders of 

magnitude and ranged from less than 0.0001 to 137 (Figure 3, Dataset S4). Moreover, the outcomes from the 

transcriptional activity revealed a direct correlation between the abundance of the majority of the GBs and 

their absolute expression level. This means that the more dominant a certain microbe is, the higher its 

absolute expression level will be, and vice versa. More specifically, regarding the bacterial community, Pr06 

(Alcaligenaceae sp. DTU102), Fi63 (Eubacteriaceae sp. DTU096), Ba02 (Rikenellaceae sp. DTU002), Fi57 

(Clostridiales sp. DTU089) and Ba05 (Porphyromonadaceae sp. DTU047) were the most abundant GBs and 

thus presented the higher expression level after the addition of LCFA in the feedstock. It was remarkable that 

none of these species were related to fatty-acid oxidizing bacteria. This suggests that known fatty-acids 

oxidizers, such as species belonging to Syntrophomonadaceae and Syntrophobacteraceae families, 
14-17, 37

 do 

not dominate the microbial community, even in the present case that the biogas reactor was processing lipid 

rich substrate. Nevertheless, as it will be further discussed, the genes of Syntrophomonas sp. were strongly 

up-regulated in response to the LCFA addition confirming their important role in the degradation of such 

compounds.  

Transcripts related to methanogenesis were found to be predominant in our analysis. This was attributed 

mainly to the prevalence of Methanoculleus sp. DTU006 (Eu01) and to the high expression value of its genes 

involved in methanogenesis (Figure 3 and Supporting Information, Figure S1b). Methanosarcina sp. 

DTU009 (Eu04) increased proportionally both its abundance and its transcriptional activity after the LCFA 

exposure, Methanothermobacter sp. DTU051 (Eu05) has a slight increase and the other methanogens 

remained substantially stable. In contrast, only the Euryarchaeota DTU008 (Eu03) slightly decreased in 

abundance and thus its absolute expression level, showing a negative influence caused by LCFA. Noticeably, 

Eu01, Eu02 and Eu03 were classified in the group of 15 GBs demonstrating the highest expression level in 

the microbial community after LCFA addition. 

Since in the cited literature there is not any information concerning the identification of the most active 

fraction of the biogas microbial community, the current analysis of the transcriptional activity provided deep 

insights to elucidate this aspect. Previous studies in relevant scientific fields reported contradictory findings; 

Leimena et al., 
38

 found a substantial similarity between results obtained from the metatranscriptome and the 



metagenome of gut microbiome, while other investigations on the same topic showed the presence of a 

specific fraction of species that are inactive 
8, 39

. Our analysis showed that the entire microbial community is 

active and thus the presence of GBs with an extremely low transcriptional activity was not evidenced 

(Figures 3 and 4).  

Comparative analysis of species abundance and “absolute expression level” revealed three different groups 

of microbes responding differently to LCFA addition. Part of the microbial community remained unchanged 

in both these two parameters; these GBs (e.g. Fi55, Fi01) are represented in the central section of Figure 4. A 

second group increased (e.g. Fi23, Fi25) or decreased (e.g. Sy06, Fi12) concertedly both in terms of 

abundance and “absolute expression level” and they are close to the diagonal line in Figure 4 (but far from 

the central section). This behavior suggests that in some species the change in abundance is the main 

responsible for the modification of the “absolute expression level”. The third group (e.g. Fi26, Ba02) 

included GBs where these two parameters did not change concertedly and diverged from the diagonal line in 

Figure 4. In some of these GBs (e.g. Fi26, Fi27 and Pr11) the abundance increased more than their absolute 

expression level, while in others (e.g. Ba02, Fi57, Fi66, Fi67, Fi68, Pr02 and Pr06) the situation is reversed. 

In the third group of GBs the ratio between RNA reads and DNA reads is modified by the exposure to 

LCFA, and this outcome is interesting because it evidenced a modification of the “transcriptional activity”. 

The different behaviors evidenced revealed an extremely variable effect of LCFA on the microbial species. 

The strong modification of the microbial consortium after the LCFA exposure hampers the identification of 

differentially expressed genes. This is due to the fact that both the species’ transcriptional regulation and 

their relative abundance are changing concurrently contributing in the determination of the final result. 

Frequently, in metatranscriptomics this combined effect cannot be discriminated as the variation of the 

microbial abundance is unknown. The obtained metagenomic and metatranscriptomic information gives the 

privilege to the current study to be able to identify the influence of each factor to the final result. Therefore, 

the genes that were found to be statistically differentially expressed in the RNA-seq analysis were compared 

with the corresponding ones obtained from the same statistical procedure applied to the DNA-reads. (see 

materials and methods). This procedure led to the discrimination of the changes driven by the genome 

abundance from those attributed to the transcriptional effect of LCFA on gene regulation (Figure 5). 



The GBs with the higher number of differentially expressed genes (up or down-regulated) are reported in 

Figure 5. The analysis demonstrated that Syntrophomonas sp. (Fi08 and Fi10) presented an obvious up-

regulation of their transcriptional profile. Previous studies associated the degradation of fatty acid 

compounds with Syntrophomonas species 
13, 40

. Moreover, it was shown that LCFA led to an up-regulation of 

transcripts encoded in Methanoculleus species (Eu01, Eu02) (Figure 5). Surprisingly, as it will be further 

discussed these over expressed genes were not functionally related despite that both methanogens belong to 

the same genus. Another interesting outcome was that among the GBs with the higher number of 

differentially expressed genes, only four of them were found to change in abundance more than two folds 

after the LCFA addition (i.e. Fi10, Fi08 and Fi09 increased and Fi07 decreased). Nevertheless, it was 

demonstrated that the fatty acids influenced indirectly many other species inside the microbiome even if their 

abundance remained stable. This indicates that the transcriptional activation of some genes allows the 

microorganisms to counteract the toxic effect of fatty acids, providing a “protective mechanism”. This can be 

clarified by analyzing the functional annotation of the genes as it will be described in the next section.  

Expression analysis of the genes included in the metagenome assembly. 

By shedding the light on the functional roles of the differentially expressed genes identified, it is possible (a) 

to acquire new insights on the inhibitory effect of LCFA to the microbial community dynamicity, (b) to 

identify which genes are involved in fatty acids degradation and (c) to determine the protective mechanisms 

implemented by the bacterial species towards the LCFA toxicity. 

The current analysis identified 51,469 expressed genes (having at least one sequence from the RNA-seq 

experiment) (Dataset S3), 1,254 of them were found differentially expressed using edgeR software (Dataset 

S3). By further refining the results, 234 genes were discarded as their difference in expression was attributed 

to changes in the GB abundance. The remaining 1,020 differentially expressed genes were grouped 

considering their COG category and their functional role defined according to the KEGG metabolic 

pathways (Figure 6). 

COG analysis verified the strong influence of the LCFA on the microbial community (Figure 6a) as the 

genes that were found to be up- or down-regulated were classified to a wide range of different functional 

categories. An interesting result was related with the class C “Energy production and conversion”, in which 



numerous genes were down-regulated. Nevertheless, the methane metabolism, which is the most crucial 

energy conversion process in the studied AD system, included mainly up-regulated genes (KEGG analysis, 

Figure 6b). A better representation could be obtained from the construction of the methane pathway map 

(Supporting Information, Figure S1), which shows the transcriptional change of individual genes. It is clearly 

demonstrated that the preferable pathway during the degradation of unsaturated fatty acids is 

hydrogenotrophic methanogenesis. This is evidenced by the up-regulated genes involved in the 

methanogenesis, most of them are involved in the hydrogenotrophic pathway (e.g. mcr, hdr, mtrA, fwdA, 

mtd, frhA; see Supporting Information, Figure S1), while only one is involved in the acetoclastic pathway.  

Moreover, the up-regulated genes in the methane pathway belong mainly to Eu02 (Methanoculleus sp. 

DTU007) which surprisingly has a lower relative abundance compared to Eu01 (Methanoculleus sp. 

DTU006) (Figure 4). As previously discussed, the over expressed genes of these Methanoculleus sp. were 

not functionally related despite that both methanogens belong to the same genus. Most of the differentially 

expressed genes of Eu01 could not be assigned to KEGG pathways, and therefore are functionally unknown, 

while from the assigned ones the most abundant group belongs to ABC-type transporters (e.g. molybdate 

transport system, periplasmic component, spermidine/putrescine transport systems etc.) (Dataset S3). Till 

now, it was only known that the methanogens have different tolerance level towards LCFA inhibition and 

more specifically that hydrogenotrophic methanogens are more resilient compared to the acetoclastic ones 
41

. 

The current research additionally proved that LCFA influence differently the hydrogenotrophic archaea even 

if they belong to the same genus (i.e. Methanoculleus).  

An interesting pathway which is related with hydrogenontrophic methanogenesis is the Syntrophic Acetate 

Oxidation-SAO (i.e. reversed Wood-Ljungdahl Pathway, WLP). The mechanism of this pathway is that 

acetate is converted to hydrogen and carbon dioxide by SAO bacteria 
42-44

. These resulting compounds are 

then passed to methanogens resulting in a reaction thermodynamically driven by the H2 consumption of 

hydrogenotrophic methanogens generating methane 
45, 46

 Analysis of the genes belonging to the WLP 

(KEGG entry M00377) showed the presence of 121 expressed genes (having at least one sequence read). Out 

of these genes, 91 were assigned to specific GBs revealing that Clostridia sp. DTU068 (Fi38) and Clostridia 

sp. DTU095 (Fi62) have a nearly-complete expressed pathway (Supporting Information, Figure S1). 



Moreover, the taxonomic assignment of Fi38 
5
 suggested a phylogenetic correlation with Thermacetogenium 

phaeum, an anaerobic, thermophilic, SAOB isolated from a thermophilic anaerobic methanogenic reactor 
47

 

The high expression level of transcripts involved in WLP for Fi38 is additional information that increases the 

probability of correct taxonomic assignment and verifies at least that this specific GB is a SAOB.  

Considering the genes belonging to the fatty acid degradation pathway, the result showed that five genes 

were up-regulated. Interestingly, four genes belong to Syntrophomonas sp., (Fi08-Syntrophomonas sp. 

DTU017 and Fi10-Syntrophomonas sp. DTU019) and one cannot be assigned to any GB (Dataset S3 and 

Supporting Information, Figure S1). The findings confirm the association of Syntrophomonas species in the 

degradation of the LCFA and also validate the correctness of the previous taxonomical assignment of these 

GBs 
5
.  

It is also noteworthy that genes involved in “peptidoglycan biosynthesis” and in “lipopolysaccharides 

biosynthesis” are up-regulated (Figure 6) suggesting that the microbes are protected from the toxic effect of 

LCFA by modifying their cell wall and the composition of the lipopolysaccharides (LPS). A putative 

protective role for the external structures of the cell has been previously proposed. Some bacteria increase 

their cell-wall thickness resulting in an increment in affinity of peptidoglycan layers for specific molecules 

and thus they become more resistant to toxic compounds 
48-51

. Moreover, LPS is the major component of the 

outer membrane of Gram-negative bacteria and it can contribute in protecting the membrane from specific 

chemical compounds, such as fatty acids 
52

. For this reason it is possible that a modification of its structure 

can counteract the inhibitory effect of LCFA. Notably these genes are not encoded by species associated to 

the Synthrophomonas genus but to some GBs belonging to the families Clostridiales (Fi04, Fi20, Fi22, Fi30, 

Fi49), Rykenellaceae (Ba01), or to the genera Halothermothrix (Fi21) and Anaerobaculum (Sy01). All these 

species (apart from Sy01 that slightly decrease its abundance) remained stable after LCFA addition 

suggesting that the protective mechanism does not confer a strong advantage towards the rest microbial 

community but has mainly an “homeostatic role”. 

It was previously demonstrated that unsaturated LCFAs (e.g. oleic acid) are enabling the activation of 

twitching-mediated chemotaxis for some species, such as Pseudomonas aeruginosa 
53

. This means that some 

bacteria are able to perceive fatty acids and to migrate up a gradient of these compounds. Two of the KEGG 



classes identified in this study, having the higher number of differentially expressed genes, are the “two-

component system” and “bacterial chemotaxis” (Figure 6). The genes belonging to these classes encode 

flagellins like fliC but, more importantly, proteins of the chemotaxis complex like CheW, CheA and MPC 

(methyl-accepting chemotaxis protein). The signal transduction protein CheW-like is part of the chemotaxis 

complex of the hydrocarbon degrading bacteria Alcanivorax dieselolei. The encoding gene of CheW-like can 

be induced in response to the presence of long-chain alkanes 
54

 and this indicated that the chemotactic 

response is modulated at a transcriptional level. Moreover, CheW has an essential role in the chemotaxis 

signal transduction in numerous bacteria 
55-60

. CheW couples MCP to the histidine kinase CheA 
61

 and our 

findings indicate that the transcriptional regulation of these three proteins is a key essential point for the 

chemotactic activity of some bacterial species in presence of LCFA. Curiously, the GBs showing 

transcriptional up-regulation of these genes are not related to the Syntrophomonas and Syntrophothermus 

genera, but belong to Clostridia class (Fi20, Fi22, Fi30, Fi36, Fi37), to Halothermothrix (Fi21) and to 

Tepidanaerobacter (Fi34). Despite this “chemotactic activity”, only Fi37 increased its abundance in response 

to LCFA addition (Figure 4) suggesting that these species are not strongly favored by the unsaturated fatty 

acid environment. The incomplete fatty acid degradation pathway of the GBs presenting “chemotactic 

activity” suggests that these species are unable to use 18 carbon unsaturated fatty acid in a canonical β-

oxidation process. Therefore, possible explanations are that they are able to utilize subproducts derived from 

oleate degradation performed by Syntrophomonas species or that they cannot degrade unsaturated fatty acids, 

but rather saturated ones, even if they enable “chemotactic activity”. Since in the cited literature the 

metatranscriptome of biogas reactors is partially explored and due to the fact that the majority of the GBs are 

recently identified, a rational beyond this phenomenon can only be hypothesized, and further investigation is 

definitely needed. 

This study represents a new point of view in the metatranscriptomic analysis of the biogas microbial 

community. The dissection of the transcriptomic effect of unsaturated LCFA at a species-specific level 

allows a better comprehension of the effects induced by this compound. Thus, it was possible to gain new 

insights concerning the functional role of single microbial species in the biogas community. The findings 

highlight that, apart from the role of Synthrophomonas species in fatty acid utilization, the resistance level of 

the microbes to LCFA inhibition is extremely important. It was also concluded that the biogas production 



process is executed by a very complex and integrated pattern of functions shaped by the specialization of the 

GBs in microbial consortium. It was evident that the presence of an additional energy source (i.e. LCFA), 

together with the inhibitory effect of fatty acids on the microbial species, definitely perturbed deeply the 

equilibrium of the microbiome. By modifying the transcriptional activity, the microbial cells can establish 

protecting mechanisms in order to maintain a proper functionality into the AD system. Additionally, specific 

microbes enable the chemotactic response once fatty acids are present in the biogas reactor. The microbial 

adaptation to LCFA had a high importance in some species of the microbial community and is strongly 

determined by a deep modification of their transcriptional activity. The current work can be a pilot for 

further metatranscriptomic studies related to the biogas microbiome. 

 

 

 

Figure 1: Average abundance level of the genes in the six experimental samples examined. RNA-seq reads 

were assigned to different functional classes using “subsystem-2
nd

 level” in MGRAST database. The data are 

not considered separately for prior and after LCFA addition because the differences in expression were 

negligible. Only the functional classes with the higher expression are reported.  



 

 

Figure 2: Average abundance level of the genes assigned to different functional classes using “KO 3
rd
 level” 

in MGRAST database. Data are reported as stacked columns reporting values obtained prior and after lipid 

addition in the bottom and top part of each column. Only the more represented functional activities are 

reported in figure, while categories related to eukaryotic-specific processes and to degradation of xenobiotic 

compounds were excluded from the representation. Results obtained prior and after the LCFA addition are 

represented in figure with dark and light grey respectively. 

 



 

Figure 3: Comparison between the coverage of the GBs calculated using the DNA sequences (species 

abundance) and RNA sequences (average transcriptional activity). Data refer to the average value 

determined for the three replicates obtained after LCFA addition. Colors were assigned considering the 

phylum assigned to each GB. Actinobacteria (orange), Bacteroidetes (green), Euryarchaeota (pink), 

Firmicutes (red), Tenericutes (magenta), Proteobacteria (blue), Synergistetes (violet), Thermotogae (acid 

green), Spirochaete (light brown) and TM7 (black). Axes are in logarithmic scale to facilitate visualization of 

the values that are spread in a wide range, indicating strongly different expression activity for the different 

GBs. 

 



 

Figure 4: Ratios calculated considering post vs. pre LCFA addition for the DNA coverage (Y axes) and 

RNA coverage (X axes). The plot compares variations in species abundance (Y axes) with variations in 

absolute expression level (X axes) prior and after LCFA addition. The central section (light blue rectangle) is 

enlarged on the right part of the figure. Colors of the circles are proportional (logarithmic scale) to the 

average coverage of the GBs (DNA coverage) across all the six experiments analyzed (three “pre” and three 

“post-LCFA” addition). GBs having positive values both for DNA and RNA coverage ratios (i.e. Eu05) 

increased after lipid addition both considering genome abundance and transcriptional level, those having 

negative values (i.e. Sy06) decreased in both. 

 



 

Figure 5: Number of differentially expressed genes identified for each GB. The number of differentially 

expressed genes identified for each GB and those that cannot be assigned to binned scaffolds (not assigned) 

is shown. The results are “normalized” by taking into account the variation in genome abundance. This 

“normalization” process improved the identification of differentially expressed genes by “subtracting” the 

effect determined by changes in genome abundance.  

 



 



Figure 6: Functional classes of the differentially expressed genes. (a) COG analysis of the over/under-

expressed genes. Fraction (%) of the differentially expressed genes assigned to different COG categories and 

comparison with the COG percentage determined for all the expressed genes (having at least one read) in the 

entire assembly. Functional classes marked with (*) are those statistically enriched with differentially 

expressed genes. (b) The same analysis is reported considering assignment of the differentially expressed 

genes to the KEGG categories. 
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Supporting Information. Reactors operational performance (Table S1); representation of the gene 

expression level in the context of the KEGG metabolic pathways (Figure S1); RNA-seq reads mapped to 

some selected regions of Eu01 (Figure S2); Agilent results (Figure S3); comparison between technical 

replicates (Figure S4). Results obtained for analysis of gene expression are reported in Datasets S1-S3. This 

material is available free of charge via the Internet at http://pubs.acs.org. 

 

Dataset S1: Correspondence between acronyms used for the GBs and the complete name proposed. In 

columns are reported: (A) GB acronym, (B) extended name proposed for the GB, (C) domain (Archaea or 

Bacteria), (D) phylum, (E) taxonomic level considered for the assignment of the extended name, (F) 

estimated level of completeness , (G) estimated level of contamination. Results reported in (F) and (G) were 

from a previous study 
5
. 



Dataset S2: Table reporting the gene functions determined according to “subsystem 2nd level”, “KEGG 

orthology 3rd level” and “KEGG orthology function level” (column A) and their expression levels (columns 

B-G) obtained analyzing the RNA random sequences in the MG-RAST database. Results reported were 

obtained for the three replicates obtained before (columns B. C, D) and after (columns E, F, G) LCFA 

addition. log2 ratios obtained comparing expression level “after-LCFA” and “before-LCFA” addition for 

each biological replicate are reported in columns H, I, J. The average level of expression before-LCFA is 

reported in column (K), its standard deviation in column (L), the average level of expression after-LCFA is 

reported in column (M), its standard deviation in column (N). 

Dataset S3: Table reporting the differentially expressed genes identified (worksheet “DE genes”) and the 

number of reads aligned pre gene determined in the RNA-seq experiment (worksheet “expressed genes”). 

DE genes worksheet: (A) gene ID, (B) assignment of the genes to the GBs, (C) COG annotation, (D) COG 

functional category, (E) gene name according to COG annotation, (F) gene function according to COG 

annotation, (G) KEGG ID, (H) gene name according to KEGG, (I) KEGG pathway, (J) ratio of expression 

values (RNA-seq experiment - post vs. pre LCFA addition) calculated using edgeR, (K) ratio of coverage 

values (DNA-seq experiment - post vs. pre LCFA addition) calculated using edgeR, (L) ratio of the 

expression values calculated after removing the contribution derived from column “K”, (M) p-value 

determined using edgeR from the biological replicates of the RNA-seq experiments, (N) p-value determined 

using edgeR from the biological replicates of the DNA-seq experiments. Data reported in columns (A-I) and 

(K-N) were from 
5
. Genes differentially expressed were determined using edgeR software on the RNA-seq 

data (column “J”) and were normalized considering the results obtained on the genome ratio (column “K”) 

using the same software. Cells highlighted in grey in column “L” refer to genes that were not considered as 

differentially expressed after removing the contribution due to changes in genome abundance (column “K”). 

Cells highlighted in grey in columns “A-I” are those where the ratio for genome abundance was not 

determined by edgeR (after normalization); for these data the genome ratio was directly calculated from row 

data and the p-value for genome ratio determined by edgeR software was not reported (“ND” in column “K”. 

KEGG codes extracted from these results (only for up/down-regulated genes more than two-folds) were used 

to assign colors to the genes in the KEGG pathways (Supporting Information, Figure S1). Expressed genes 

worksheet: data reported in columns “A-I” are the same reported in “DE genes worksheet”, (J-L) number of 



RNA-seq reads aligned on genes determined in the genome assembly before LCFA addition in three 

biological replicates, (M-O) number of RNA-seq reads aligned on genes determined in the genome assembly 

after LCFA addition in three biological replicates. 

Dataset S4: Table reporting the coverage determined for the GBs considering RNA-seq (present experiment) 

and metagenomics sequencing (data from Campanaro S and coll. 2016). In columns are reported: (A) GB 

acronym, (B) extended name proposed for the GB, (C-H) coverage values determined from RNA-seq data 

obtained for the six experiments, (I) average value for RNA-seq coverage  before-LCFA, (J) average value 

for RNA-seq coverage after-LCFA, (K-P) coverage values determined from metagenomic (DNA-

sequencing) data in the same six experiments, (Q) average value for metagenomic coverage  before-LCFA, 

(J) average value for metagenomic coverage after-LCFA. 
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