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Abstract 
There is growing evidence that phages with unusually large genomes are common across various natural and human 
microbiomes, but little is known about their genetic inventories or potential ecosystem impacts. Here, we reconstructed 
large phage genomes from freshwater lakes known to contain bacteria that oxidize methane. Twenty-two manually 
curated genomes (18 are complete) ranging from 159 to 527 kbp in length were found to encode the ​pmoC ​ gene, an 
enzymatically critical subunit of the particulate methane monooxygenase, the predominant methane oxidation catalyst in 
nature. The phage-associated PmoC show high similarity (> 90%) and affiliate phylogenetically with those of coexisting 
bacterial methanotrophs, and their abundance patterns correlate with the abundances of these bacteria, supporting 
host-phage relationships. We suggest that phage PmoC has similar functions to additional copies of PmoC encoded in 
bacterial genomes, thus contribute to growth on methane. Transcriptomics data from one system showed that the 
phage-associated ​pmoC ​ genes are actively expressed ​in situ ​. Augmentation of bacterial methane oxidation by 
pmoC-phages during infection could modulate the efflux of this powerful greenhouse gas into the environment. 
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Introduction 
Bacteriophages (or phages), viruses that infect and replicate within Bacteria, are important in both natural and human 
microbiomes because they prey upon bacterial hosts, mediate horizontal gene transfer (HGT), alter host metabolisms, and 
redistribute bacterially-derived compounds via host cell lysis ​1​. A phenomenon that has recently come to light via cultivation 
independent studies is the prominence of phages with genomes that are much larger than the average size of ~55 kbp 
predicted based on current genome databases ​2​. The newly reported genomes range up to 735 kbp in length and are 
reported to encode a diversity of genes involved in transcription and translation as well as genes that may augment host 
metabolism ​2​. Augmentation of bacterial energy generation by auxiliary metabolic genes (AMGs) has been reported for 
phages with smaller genomes. For example, some encode photosynthesis-related enzymes ​3​, some deep-sea phages have 
sulfur oxidation genes ​4​, and others that infect marine ammonia-oxidizing Thaumarchaeota harbor a homolog of ammonia 
monooxygenase subunit C (i.e., ​amoC​) ​5,6 ​. Unreported to date is the role of phages involved in the oxidation of methane, a 
greenhouse gas that is 20-23 times more effective than CO ​2​ ​

7​. Biological transformation of methane is largely driven by 
microorganisms, including aerobic methanotrophs belonging to Alphaproteobacteria and Gammaproteobacteria and 
Verrucomicrobia that use soluble methane monooxygenases (sMMO) and/or particulate methane monooxygenases (pMMO) 
8​. The pMMO, the predominant methane oxidation catalyst in nature, is a 300 kDa trimeric metalloenzyme ​9​ that converts 
methane to methanol in the periplasm ​8,10 ​. The pMMO is encoded by the ​pmoCAB ​operon ​11​ and some bacterial genomes 
encode multiple ​pmoCAB​ operons as well as additional copies of ​pmoC​ that appear to be essential for growth on methane ​12​. 

We considered the possibility that phages infecting methanotrophs could directly impact methane oxidation and 
thus methane release. Phages with very large genomes were recently reported from a man-made lake that covers a deposit 
of methane-generating tailings from an oil sands mine in Canada ​2​. Here, we searched the unreported phage genome 
fragments from this lake for genes involved in methane oxidation. We identified four sets of assembled fragments comprising 
draft genomes that encoded the enzymatically critical ​pmoC​ subunit. Hereafter, we refer to these phages as pmoC-phages. 
We also investigated the metagenomic datasets from Crystal Bog, Lake Mendota, and Trout Bog Lake, freshwater lakes in 
Wisconsin, USA, that are known sources of sediment-derived methane ​13–15​ and found examples of ​pmoC​ on a subset of 
phage genome fragments from all three ecosystems. Of the 16 pmoC-phage genomes, twelve were manually curated to 
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completion, enabling verification that they do not encode ​pmoA​ or ​pmoB​ genes. All complete and partial genomes are > 165 
kbp in length. Microbial communities from all three lakes are known to contain proteobacterial methanotrophs ​16​, some of 
which we infer are the hosts for these phages. We suggest that pmoC-phages may play important roles in the methane cycle. 
 
Results  
Active methane oxidation in a methane-generating tailings lake 
Oil sands (bituminous sands) deposits are mined for petroleum and generate large volumes of waste materials that produce 
methane, hydrogen sulfide, and ammonia. The oil sands pit lake of Base Mine Lake (BML) in Alberta (Canada) was 
constructed by placing a layer of water over a tailings deposit, with the long-term goal of developing a lake ecosystem 
supported by a stable oxic zone. The oxic zone would permit the oxidation of methane, ammonia and hydrogen sulfide. The 
lake is characterized by high concentrations of methane and ammonia (up to 253 μM and 73.5 μM, respectively; ​Fig. 1a, 
Supplementary​ ​Table 1​), especially in the hypolimnion layer ( ​the lower layer of water in a stratified lake) ​ and at the 
tailings-water interface ​17,18 ​. DNA-SIP (stable isotope probing) analyses ​19​ indicate that the methane​ ​was produced from 
fermentation products by archaea in the tailings. We observed a significant sink of methane​ ​in the hypolimnion layer ( ​Fig. 1a​). 
For example, in 2015 and 2016, either oxygen or methane (or both, in some samples) were consumed completely, and the 
indigenous bacterial communities likely used methane as a primary carbon source for growth. 

Genome-resolved metagenomics was used to identify microorganisms involved in methane oxidation in the 28 
BML water samples and one sample from the creek that supplies water to the lake (BML source, BML_S) ( ​Supplementary Fig. 
1​). We reconstructed genomes of eight gammaproteobacterial methanotrophs that were more abundant in the hypolimnion 
than the upper layers, and one alphaproteobacterial from BML_S ( ​Fig. 1b, Supplementary Figs. 2 and 3, Supplementary Table 
2​). Genes encoding sMMO and/or pMMO were detected in these genomes, and some contain more than one copy of 
pmoCAB​ operon and also standalone ​pmoC​ ( ​Supplementary Figs. 4 and 5, Supplementary Tables 2 and 3​). The most 
frequently detected methanotroph in BML communities, Methyloparacoccus_57 ( ​Supplementary Fig. 6​), shares 96.3% 16S 
rRNA gene sequence similarity with that of ​Methyloparacoccus murrellii​ strain R-49797​T ​ ​20​. Methyloparacoccus_57 may be a 
key player in methane oxidation ( ​Fig. 1a​) as it had a higher growth rate (iRep values of 1.51-1.87) than any other aerobic 
methanotrophs (iRep values of 1.32-1.61) coexisting in the communities, especially in the hypolimnion layers of 2015 and 
2016 ( ​Fig. 1b and Supplementary Fig. S2​). Methane accumulated in lake samples collected from February to June of 2017 and 
in February of 2018 despite the availability of oxygen ( ​Fig. 1a, Supplementary Table 1​), suggesting that low temperatures 
inhibited the activity of methanotrophs. Reanalyses of published oil sands datasets from Canada detected 
Methyloparacoccus_57 in other sites ​21–24 ​ ( ​Supplementary Information ​), suggesting their potentially significant role in the sink 
of methane in oil sands related habitats of Canada. 

 

 
 

Fig. 1 | Geochemical and biological evidence for methane oxidation in BML and BML_S samples. ​ (a) The concentration of 
methane and oxygen determined at different depths (see names;​ ​epilimnion in black, metalimnion in blue and hypolimnion 
in red) at each sampling time point. Samples in which methanotrophs are inferred to be inactive are indicated by stars. NA, 
not available. (b) The relative abundances of alphaproteobacterial and gammaproteobacterial methanotrophs detected in 
each sample. The iRep values (orange font) indicative of the growth rates of Methyloparacoccus_57 are shown where the 
genome coverage was ≥ 5X. The iRep values for other methanotrophs are provided in ​Supplementary Fig. 2​. 
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Phages with standalone ​pmoC ​ genes 
Genomes of large phages from the BML samples were previously reported ​2​, but many other phage genome fragments 
remained to be analyzed. We searched the full set of phage genomes for genes that could contribute to methane oxidation 
and found ​pmoC​ genes that shared > 86% amino acid identity to that of published bacterial methanotrophs ( ​Supplementary 
Table 4​). Most of the phage (pmoC-phage) scaffolds ended at the ​pmoC​ gene, apparently because the assembly was 
confounded by very similar ​pmoC​ genes encoded in coexisting bacterial genomes. Manual scaffold extension confirmed no 
gene encoding ​pmoA​/ ​pmoB​ located nearby (see ​Supplementary Figs. 7 and 8​ for example). One of these pmoC-phage 
genomes (i.e., BML_4) was curated to completion (circularized; see below) to confirm the absence of ​pmoA​/ ​pmoB​. 

Reanalysis of the published oil sands datasets ( ​Supplementary Information ​) detected one pmoC-phage scaffold 
(TP6_1) in a Suncor tailings pond sampled in 2012​ ​23​. Additionally, phages similar to TP6_1 and BML_3 were detected in two 
other samples from Alberta, i.e., TP_MLSB collected in 2011 ​23​ and ​PDSYNTPWS collected in 2012 ​22​. From ​PDSYNTPWS ​, we 
curated a phage genome without ​pmoC​ (referred to as “PDSYNTPWS_1”), which is 99% similar to BML_3 (64% and 75% 
aligned fraction, respectively). ​Our reanalysis of published ​13​CH​4​-based DNA-SIP ​22​ data detected ​PDSYNTPWS_1 in the heavy 
DNA-SIP fraction. This fraction was dominated by ​Methyloparacoccus_57, suggesting that this bacterium oxidized 
13​C-enriched methane and could have been the host for the phage. 

To test for phage-associated ​pmoC​ in other lakes reported to emit methane ​13–15​, we searched our previously 
published metagenomic datasets from Lake Mendota (LM), Crystal Bog (CB) and Trout Bog Lake (TBL) in Wisconsin (USA). 
HMM-based searches detected ​pmoC ​ on phage scaffolds from all the three lakes ( ​Supplementary Table 5​), suggesting the 
potentially wide distribution of related phages in habitats with methane. The LM, CB and TBL datasets with pmoC-phage 
scaffolds were reanalyzed in detail (Methods). 

We confirmed the high similarity of the bacterial and phage-associated PmoC predicted from all datasets to PmoC 
of previously described alphaproteobacterial and gammaproteobacterial methanotrophs ( ​Supplementary Table 6​). Alignment 
of these PmoC with references from well-known bacterial methanotrophs ​25​ confirmed the presence of the residues 
necessary for the copper-binding site, i.e., Asp ​156​, His ​160​, and His ​173​ ( ​Fig. 2a, Supplementary Fig. 9​) ​9​ and required for O ​2 
binding and methane oxidation ​26​. Interestingly, the bacterial and phage-associated PmoC sequences were generally very 
similar in the central membrane- and periplasmic associated portions, but divergent at the cytoplasmic N- and C-termini. The 
pmoC​ genes in three of the pmoC-phages were fragmented and one contained only the C-terminus ( ​Fig. 2a, Supplementary 
Fig. 10​). Interestingly, the ​pmoC​ from CB_5 exhibited within-population variation as a subset of phages lacks the central 
region where the active site is located. 

Phylogenetic analyses showed that, regardless of the sampling site, within each taxonomic clade (Alpha- or Beta-) 
the phage-associated PmoC often clustered together ( ​Fig. 2b, Supplementary Fig. 11​). Moreover, the phage-associated PmoC 
was always more similar to the PmoC of bacterial methanotrophs coexisting in the communities than to the published 
bacterial PmoC. Interestingly, the total abundance of phage-associated ​pmoC​ was higher than that of bacterial ​pmoC ​in some 
samples ( ​Supplementary Fig. 12​). 
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Fig. 2 | Bacterial and phage-associated PmoC. ​ (a) Alignment of some bacterial and phage-associated PmoC sequences. The 
three residues in PmoC for copper ion coordination are highlighted (near the middle of the sequence). The ​pmoC​ genes of 
phages TP6_1, BML_3 and BML_4 are fragmented; both pieces are shown (red arrows). See ​Supplementary Fig. 9​ for the 
alignment of all phage-associated and bacterial PmoC sequences. (b) Phylogenetic analysis of bacterial and phage-associated 
PmoC. Note that no high-quality genome of phage with ​pmoC​ was reconstructed from TBL. The colored regions show the 
clades of published and newly reported bacterial sequences. The phylogenies of phage-associated PmoC are shown in detail. 
The CB ​Methylocystis​ has a standalone copy of ​pmoC​ (without ​pmoA​ or pmoB nearby), the product (red star) of which is 
distantly related to the two operon-based copies. The PmoC fragments from three BML pmoC-phages were respectively 
concatenated as one. The bootstraps are indicated by red dots when ≥ 70. 
 
 
Genomic features and taxonomy of pmoC-phages 
A total of 22 unique pmoC-phage scaffolds with sequencing coverage > 20X were selected for manual curation to completion 
( ​Supplementary Tables 2 and 6​) and 18 were completed (no gaps and circular; ​Table 1​). In addition, one partial and four 
complete genomes of closely related phages but without ​pmoC​ were manually reconstructed for comparison (see below). 
The phage genomes are 159-527 kbp in length (GC content: 32-44%), encode between 224 and 594 open reading frames 
(ORFs) and up to 29 tRNAs ( ​Table 1​). To measure the intrapopulation heterogeneity of pmoC-phages, we identified single 
nucleotide polymorphisms (SNPs) in BML_2, the most frequently detected pmoC-phage in BML samples, which showed a 
highly clonal population with little genetic diversity across different depths and sampling time points ( ​Supplementary Fig. 13, 
Supplementary Information ​). No SNPs were detected in the pmoC gene indicating it is under purifying selection, while the 
genes with multiple SNPs included DNA polymerases and an endonuclease. 

Notably, ​PDSYNTPWS_1 and ​BML_3 that were ​sampled from the same region of Canada but in different years 
share high genomic similarity with LM_6, but differ in the p ​moC ​region ( ​Supplementary Fig. 14​). PDSYNTPWS_1 does not 
contain the ​pmoC​ gene or the five neighboring genes found in BML_3 and LM_6 has ​pmoC​ but lacks the five neighboring 
genes. ​Interestingly, LM_1, LM_7 and LM_8 from Lake Mendota share a 2 kbp region near the ​pmoC ​of LM_8 that encodes 
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hypothetical, phage-associated and bacterial genes, including part of an acyl-CoA dehydrogenase ( ​Supplementary Fig. 15​). 
This region present in these phages may be due to recombination that occurred during coinfection. The similarity of acyl-CoA 
dehydrogenase to a gene from ​Methylocystis​ spp. may indicate that this bacterium is the host (further discussed see below). 

Eight published complete phage genomes (155-358 kbp in length) related to those reported here were retrieved 
based on viptree analyses ( ​Supplementary Fig. 16​) ​27,28​ and included in protein family analyses (Methods). Phylogenetic 
analyses based on the concatenated sequences of 11 universal phage specific proteins ( ​Fig. 3, Supplementary Table 7​) and 
DNA polymerases ( ​Supplementary Fig. 17​) suggested all pmoC-phages are ​Myoviridae​. Generally, the similar the phage 
genome size the more closely phylogenetically related they are. 

 
 

Table 1 | General features of the manually curated phage genomes ​. ​# ​ Highly similar phage genomes, with identical large 
terminase and DNA polymerase sharing > 99.5% amino acid similarity. * The taxonomy is determined based on ​pmoC 
phylogeny including both phage and bacterial ​pmoC​ genes. ​1​ Fragmented ​pmoC​, ​2​ partial ​pmoC​, ​3​ some cells within the 
population only have partial ​pmoC​. Note that no complete genome of pmoC-phage (though detected) was reconstructed 
from Trout Bog Lake samples due to the low sequencing coverage. 
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Fig. 3 | Phylogeny and predicted host of pmoC-phages. ​ Phylogenetic analyses of pmoC-phages based on concatenated 
sequences of 11 universal proteins (encoded by single-copy genes) detected in the reconstructed phage genomes and the 
reference genomes ( ​Supplementary Table 7​). The 16 complete phage genomes reported in this study are indicated by 
asterisks, including four genomes of phages without ​pmoC​ (indicated by open circles). The genome size ranges of the two 
groups of phages are shown. The taxonomy of reference phages and their hosts are indicated by colored squares, and 
taxonomy of pmoC-phages and their predicted hosts by colored triangles and stars. The bootstraps are indicated by red 
circles when ≥ 91 or shown in numbers. See ​Supplementary Fig. 17​ for phylogeny based on DNA polymerase sequences. 
 
 
Predicted hosts of pmoC-phages 
CRISPR-Cas analyses found one spacer of Methyloparacoccus_57, and another spacer of a published ​Methylobacter​ genome, 
targeted the pmoC-phage BML_4 ( ​Supplementary Fig. 18​). However, none of the other pmoC-phage genomes were targeted 
by a CRISPR spacer from any coexisting microbes. Thus, we predicted their hosts using the similarity between the sequences 
of PmoC in phages and coexisting bacteria, assuming that ​pmoC ​was acquired by lateral transfer from their bacterial hosts 
3,6,29​ ( ​Fig. 2b ​). Methyloparacoccus_57 was predicted as the host for the four oil sands pmoC-phages (including BML_3). The 
co-occurrence of Methyloparacoccus_57 and ​PDSYNTPWS_1, which is highly similar to BML_3, in the ​heavy ​PDSYNTPWS 
DNA-SIP fraction supports this. In LM samples, alphaproteobacterial and gammaproteobacterial methanotrophs were 
predicted as hosts of the pmoC-phages. One predicted host, ​Methylocystis​ sp. (an alphaproteobacterium), and the infecting 
pmoC-phages LM_1, LM_2, LM_3, LM_5 and LM_8 were detected together in all five years, especially in samples collected in 
Sep/Oct of each year ( ​Supplementary Fig. 19​). The phages LM_4 and LM_6 and their predicted gammaproteobacterial hosts 
( ​Methylobacter​ sp. and ​Methyloparacoccus​ sp., respectively) coexisted in the communities collected in 2012. The 
pmoC-phages from Crystal Bog were predicted to replicate in ​Methylocystis​ sp. (CB_1, _2, _4 and _5) and ​Methyloparacoccus 
sp. (CB_3) and time-series analyses verified that they coexisted in the communities ( ​Supplementary Fig. 19​). Together, these 
results strongly support the predicted host-phage relationships. 
 
Metabolic potentials of pmoC-phages and their relatives 
We evaluated the protein families of pmoC-phages and related genomes to determine whether PmoC is associated with any 
other specific protein(s) ( ​Fig. 4a, Supplementary Table 8​). Generally, phylogenetically related phages have more similar 
protein families profiles. We found that PmoC is the only protein specific to all pmoC-phages ( ​Fig. 4a​). Genes for HSP20 were 
detected in all but two pmoC-phages and are encoded next to ​pmoC​ in five pmoC-phages. However, the significance of this is 
difficult to evaluate because HSP20 has been reported as a core gene of Cyanobacteria phages (Cyanophages) ​30​, which are 
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phylogenetically related to the phages reported here ( ​Supplementary Fig. 17​). Moreover, all five related phages without 
pmoC​ also encode HSP20, suggesting that HSP20 is not related to the PmoC function ( ​Fig. 4a​). 

Some other genes reported in Cyanophage genomes ​31​ were detected in phages reported here. Two genes found in 
both Cyanophages and Cyanobacteria from global ocean habitats ​32​, a heme oxygenase ( ​ho1 ​) and a ​pcyX​-like 
phycocyanobilin:ferredoxin oxidoreductase are involved in the production of phycobiliprotein pigment ​32,33​. The ​ho1​ and 
pcyX​-like genes are adjacent in TP6_1, BML_S_1 and CB_1 and one-gene-apart in CB_2 ( ​Supplementary Fig. 20​). One or more 
other genes for enzymes in porphyrin and chlorophyll metabolism ( ​bchE​, ALAS, ​cobS ​,​ cobL​) were detected in TP6_1, CB_1, 
CB_2 and other related phages that lack ​pmoC. ​The transaldolase ( ​tal​) involved in the pentose phosphate pathway and 
reported in Cyanophages to enhance dNTP synthesis for phage replication ​29​, was encoded by five phages (4 are 
pmoC-phages). 

Interestingly, ​cofF ​required for the biosynthesis of coenzyme F420 involved in methane metabolism is encoded by 
CB_1 and CB_2 pmoC-phages. Additionally, genes for assimilatory sulfate reduction and a zeta toxin (a bactericide that 
inhibits cell wall biosynthesis) were present in some phages reported here. 

To investigate the gene expression of pmoC-phages ​in situ​, we analyzed a set of metagenomic and 
metatranscriptomic datasets made public very recently ​34​, and obtained another 6 complete genomes of pmoC-phages that 
are phylogenetically related to those from our other study systems ( ​Table 1, Supplementary Fig. 17​). Transcriptional analyses 
showed high expression of the ​pmoC​ genes as well as genes encoding prohead and major capsid proteins ( ​Supplementary Fig. 
21​). High ​ in situ​ activities of phage-associated ​pmoC​ indicates the potential significance of these genes for phage during 
infection and supports our inference that phage-associated ​pmoC​ can impact overall rates of methane oxidation in 
freshwater ecosystems. 
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Fig. 4 | Metabolisms of pmoC-phages and their relatives. ​ (a) Clustering of phages based on the presence/absence profiles of 
protein families that are encoded by at least five phages. The protein families were annotated using the kofam HMM 
database and assigned to functional categories, as indicated by colored bars (no bar for those without predicted function). 
The names of pmoC-phages infecting alpha- and gamma-proteobacterial methanotrophs are shown in gray and green 
respectively. The pmoC-phages with ​pmoC​ and HSP20 genes next to each other are indicated by stars. (b) Genes of specific 
metabolic potentials detected in newly reconstructed phage genomes. Abbreviations: ​ho1​, heme oxygenase [EC:1.14.15.20]; 
pcyX​-like, phycocyanobilin:ferredoxin oxidoreductase [EC:1.3.7.5]; ​bchE​; anaerobic magnesium-protoporphyrin IX 
monomethyl ester cyclase [EC:1.21.98.3]; ALAS, 5-aminolevulinate synthase [EC:2.3.1.37]; ​cobS​; cobaltochelatase CobS 
[EC:6.6.1.2]; ​cobL​, precorrin-6Y C5,15-methyltransferase (decarboxylating) [EC:2.1.1.132]; ​tal ​, transaldolase [EC:2.2.1.2]; cofF; 
gamma-F420-2:alpha-L-glutamate ligase [EC:6.3.2.32]; cysC, adenylylsulfate kinase [EC:2.7.1.25]. 
 
Discussion 
PmoC-phages were overlooked in previous analyses 
Previous cultivation-based studies isolated phages of bacterial methanotrophs from various habitats including oil waters and 
soil, but genomes of these phages have not been reported ​35,36​. Only 13 genome scaffolds of phages infecting methanotrophs 
(10-62 kbp in length) have been reported, and these sequences came from thawed permafrost samples ​37​. Here we described 
16 large genomes of pmoC-phages that we propose can infect bacterial methanotrophs (up to 527 kbp; ​Table 1​), but none of 
them are genomically or phylogenetically related to those from permafrost. Thus, bacterial methanotroph phages may be 
habitat specific. PmoC-phages have been overlooked in previous studies, in part because of focus on high level patterns such 
as global distribution, diversity and host specificity rather than gene inventories ​38​ and in part because of the high similarity 
between phage-associated and bacterial PmoC can fragment assemblies. The reconstruction of pmoC-phage genomes from 
multiple distinct habitats highlights the power of genome-resolved metagenomics and also the necessity of manual genome 
curation for accuracy ​39​. 
 
Why only ​pmoC ​ in phages? 
As analyzed in this study, ​pmoC​ but not ​pmoA​ and ​pmoB ​subunits of pMMO was detected in phages. Similarly, previous 
studies reported ​amoC​ was the only subunit of ammonia monooxygenase (homolog of pMMO) encoded by phages infecting 
Thaumarchaeota ​5,6​. Although possibly acquired from bacterial hosts along with other genes, only ​pmoC​ was retained as it 
can enhance phage fitness alone. In bacterial methanotrophs, there is increasing evidence indicating the essential role of 
PmoC in methane oxidation and the absolute necessity of PmoB is questionable ​12,25,26,40 ​. Given that the structure of PmoC is 
susceptible and largely disordered when the cell membrane is perturbed ​41​, we suggest that the additional pmoC genes either 
in the bacterial methanotroph or phage genome ( ​Supplementary Table 3​) could sustain methane oxidation under abnormal 
conditions. Further, the use of either Zn or Cu in the PmoC catalytic site raises the possibility that the additional PmoC 
provides resilience during metals limitation. 

Previous studies suggested that different copies of ​pmoC​ ​12,42,43​ and ​amoC​ ​44​ from a single organism have distinct 
expression preferences under different conditions. Condition-dependent expression of ​pmoC ​is likely determined by 
sequence divergences in their termini, given that the middle regions are generally very similar ( ​Supplementary Fig. 4​). As the 
bacterial and phage-associated PmoC sequences are also only divergent in the N- and C- termini ( ​Fig. 2a, Supplementary Fig. 
9​), the phage-associated PmoC may function as the standalone PmoC in bacterial methanotrophs under some conditions. 
Thus, termini divergences could increase the fitness of pmoC-phages following infection. 

 
Potential biogeochemical impacts of pmoC-phages 
Anticorrelated abundance patterns of phage and predicted hosts suggest that pmoC-phages could reduce methane oxidation 
in an ecosystem by lysing their bacterial methanotroph hosts ( ​Supplementary Fig. 19​). On the other hand, pmoC-phages may 
accelerate methane oxidation during infection by providing PmoC variants. For example, Methyloparacoccus_57 was 
implicated as a major methane oxidizer in some BML samples and co-occurred with pmoC-phages that replicated recently in 
their bacterial hosts, given their relatively high abundance at the time of sampling ( ​Fig. 1, Supplementary Information ​). Such 
effects may be important given that freshwater lake ecosystems are important sources of terrestrial methane emission ​15 

The presence of photosynthesis genes in pmoC-phage genomes is intriguing, given that they likely had to infect a 
cyanobacterial cell to acquire them. The pmoC-phages are phylogenetically related to Cyanophages, thus they may replicate 
in Cyanobacteria under conditions when they co-occur with them. The large genome size compared to most phages known to 
date may include genes required for host range expansion. Given that Cyanobacteria produce O ​2​ that is required for methane 
oxidation by methanotrophs, and a very recent study indicated the production of methane by Cyanobacteria ​45​, it is possible 
that future work will show that pmoC-phages with broad host range can have far reaching impacts on the methane cycle. 
 
Conclusion 
Our analyses based on genomic and geochemical information suggest the potential importance of pmoC-phages in methane 
oxidation and other biogeochemical cycling, and motivate the biochemical investigation of the role of phage-derived pmoC in 
the functioning of pMMO. The findings may be important to the understanding of methane emissions from freshwater 
ecosystems. 
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Methods 
Sampling, DNA extraction and metagenomic analyses. ​The BML samples were collected from multiple depths of an end pit 
lake for oil sands wastes remediation in Alberta of Canada from 2015 to 2019 ( ​Supplementary Table 1​). The geochemical 
features of the samples were determined ​in situ​ or in the laboratory as previously described ​17​. Genomic DNA was collected 
filtering ca. 1.5 L water through 0.22-µm Rapid-Flow sterile disposable filters (Thermo Fisher Scientific) and stored at -20 ˚C 
until DNA extraction. DNA was extracted from the filters as previously described ​46​. The DNA samples were purified for library 
construction and sequenced on an Illumina HiSeq1500 platform with paired-end (PE) 150 bp kits. The LM and CB samples 
were collected from Lake Mendota (Madison, Wisconsin, USA) from 2008 to 2012 and Crystal Bog (Madison, Wisconsin, USA) 
from 2007 to 2009. The geochemical features and the procedures of sampling, DNA extraction and sequencing were detailed 
elsewhere ​47​, and the metagenomic reads were reassembled for pmoC-phages in this study. The raw reads of each 
metagenomic sample were filtered to remove Illumina adapters, PhiX and other contaminants with BBTools ​48​, and 
low-quality bases and reads using Sickle (version 1.33; https.github.com/najoshi/sickle). The high-quality reads of each 
sample were assembled using idba_ud ​49​ (parameters: --mink 20 --maxk 140 --step 20 --pre_correction). For a given sample, 
the high-quality reads of all samples from the same sampling site were individually mapped to the assembled scaffold set of 
each sample using bowtie2 with default parameters ​50​. The coverage of a given scaffold was calculated as the total number of 
bases mapped to it divided by its length. Multiple coverage values were obtained for each scaffold to reflect the 
representation of that scaffold in the various samples. For each sample, scaffolds with a minimum length of 3 kbp were 
assigned to preliminary draft genome bins using MetaBAT with default parameters ​51​, with both tetranucleotide frequencies 
(TNF) and coverage profiles of scaffolds considered. The scaffolds from the obtained bins and the unbinned scaffolds with a 
minimum length of 1 kbp were uploaded to the ggKbase platform. The genome bins of bacterial methanotrophs were 
evaluated based on the consistency of GC content, coverage and taxonomic information and scaffolds identified as 
contaminants were removed. 
 
Microbial community composition. ​The ribosomal protein S3 (rpS3) was used as a taxonomic marker gene for microbial 
community composition analyses. All the rpS3 proteins were predicted using hmmsearch ​52​ based on the tigrfam ​53​ HMM 
databases (TIGR01008 for Archaea and Eukaryotes, and TIGR01009 for Bacteria). The HMM hits were filtered by the tigrfam 
cutoff and searched against the NCBI RefSeq database ​54​ by BLASTp to remove those with the best hit of Eukaryotes. The 
retained bacterial and archaeal rpS3 amino acid sequences were clustered by cd-hit ​55​ with 100% similarity (-aL 0.8 -aS 0.8). 
The nucleotide sequences of all representative rpS3 were extracted and used as a dataset for reads mapping to calculate the 
coverage of them in each sample, which was performed by bowtie2 ​56​ with the default parameters. The coverage of a given 
scaffold was calculated only when the reads from a given sample could cover at least 50% of the nucleotide sequence. The 
relative abundance of a taxon in a given sample was calculated as the coverage of the corresponding rpS3 divided by the 
collective coverage of all representative rpS3 in the sample. 
 
Manual genome curation. ​ The phage scaffolds were determined by phage specific genes as previously described ​57​, including 
capsid, phage, virus, prophage, terminase, prohead, tape measure, tail, head, portal, DNA packaging. The confirmed phage 
scaffolds were predicted for protein-coding genes using Prodigal ​58​ and searched against the HMM databases of proteins 
involved in methane metabolisms. The phage scaffolds with ​pmoC​ genes and also a minimum sequencing coverage of 20X 
were manually curated to completion and/or to fix any assembly errors following the pipelines as described previously ​39​. 
Manual fixation of assembled errors and extension to completion of phage genomes are time-consuming but essential to 
reveal their metabolic potentials. In detail, firstly an overlap-based assembly of scaffolds was performed using Geneious ​59​, 
then linkage of scaffolds by scaffold extension, and manual fixation of local assembly errors detected by ra2.py ​60​. All the 
curated phage genomes were manually checked and confirmed by mapping the reads to the final genome for accuracy. The 
pmoC-phage scaffold of TP6_1 was sequenced by 454 pyrosequencing and Illumina ​21​ and was extended by overlap at the 
ends of scaffolds detected by BLASTn using 454 reads followed by confirmation of the extension by Illumina reads. The 
BLASTn search and extension were performed several times until no more scaffolds with end overlap could be found. For the 
genomes of phages closely related to pmoC-phages, we firstly identified the scaffolds by searching against all the large 
terminase (TerL) proteins from pmoC-phages, and those scaffolds having a TerL with ≥ 80% amino acid similarity were 
selected as targets for scaffold extension and genome curation to completion. The phylogenetic and protein family analyses 
supported our determination of related phages based on TerL similarity. The similarity of phage genomes was calculated 
using the online average nucleotide identity tool ​61​. Attempt to retrieve highly similar phage genomes from published NCBI 
SRA datasets was performed using the online tool ​62​. For genomes of bacterial methanotrophs, the local assembly errors 
were fixed as performed for phage genomes. For the pMMO operon and standalone ​pmoC​ scaffolds of the bacterial 
methanotrophs, we generally manually curated them using the reads from the sample(s) without pmoC-phages detected. A 
total of 51 bacterial universal single-copy genes (SCGs) were used to evaluate genome completeness and contaminations ​63​. 
 
Bacterial sMMO and pMMO subunits. ​To reveal the sMMO and pMMO subunits in published genomes of bacterial 
methanotrophs, all the genomes assigned to the well-known methanotroph genera ​64​ were downloaded from NCBI 
( ​Supplementary Table 3​), along with their protein sequences and annotation information. The standalone ​pmoC​ genomes in 
published genomes were determined manually based on their genomic context. For the bacterial methanotrophs with 
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genomes reconstructed in this study, their protein-coding genes were predicted using Prodigal ​58​ and searched against the 
sMMO and pMMO subunits HMM databases from TIGRFAM ​53​. The corresponding scaffolds were manually checked for 
potential assembly errors and fixed once found. 
 
CRISPR-Cas analyses. ​All the predicted proteins of scaffolds with a minimum length of 1 kbp were searched against local 
HMM databases including all reported Cas proteins, and the nucleotide sequences of the same set of scaffolds were scanned 
for CRISPR loci using minced ​65​ (-minSL = 17). The spacers were extracted from the scaffolds with CRISPR loci as determined 
by minced, and the reads that could be mapped to the scaffolds with a local python script as previously described ​57​(only 
spacers from the scaffolds of published methanotroph genomes were extracted, as no mapped reads are available). 
Duplicated spacers were removed using cd-hit-est and the unique ones were built as a database for BLASTn search (task = 
blastn-short; e-value = 1e-3) with the pmoC-phage scaffolds from the same sampling site as queries. Once a spacer was found 
to target a pmoC-phage scaffold (≥ 30 bp), the original scaffold of the spacer was manually confirmed for CRISPR locus and 
Cas proteins. 
 
Distribution of phages and their predicted hosts. ​The quality reads from each sampling site were mapped to the genomes of 
pmoC-phages reconstructed from the same site. The occurrence of a given phage in a given sample was determined if ≥ 75% 
of its genome could be covered by reads with ≥ 95% nucleotide similarity. The occurrence of a given predicted host was 
determined if its genome (or scaffold containing the pmoC that most similar to the one in pmoC-phage) was mapped by 
reads with ≥ 98% nucleotide similarity (and when ≥ 75% of the genome or scaffold was covered). The sequencing coverage of 
a given pmoC-phage or predicted host genome/scaffold in a sample was calculated by the total length of mapped reads 
dividing by the length of the corresponding genome/scaffold. See ​Supplementary Information ​ for details of how to determine 
the pmoC-phages and their predicted host in published oil sands related metagenomic datasets. Methyloparacoccus_57 
could be detected in Lake Mendota samples (with identical 16S rRNA gene sequence found) but with very low sequencing 
coverage, thus no quality genome is obtained. Given the high similarity between LM_6 and BML_3, we predicted that 
Methyloparacoccus_57 was the host of LM_6, and the genome of Methyloparacoccus_57 from BML was used to profile its 
existence across the Lake Mendota samples as described above. 
 
Phage protein family analyses. ​Protein family analyses were performed as previously described ​66​. In detail, first, all-vs-all 
searches were performed using MMseqs2 ​67​, with parameters set as e-value = 0.001, sensitivity = 7.5 and cover = 0.5. Second, 
a sequence similarity network was built based on the pairwise similarities, then the greedy set cover algorithm from 
MMseqs2 was performed to define protein subclusters (i.e., protein subfamilies). Third, in order to test for distant homology, 
we grouped subfamilies into protein families using an HMM-HMM comparison procedure as follows. The proteins of each 
subfamily with at least two protein members were aligned using the result2msa parameter of MMseqs2, and HMM profiles 
were built from the multiple sequence alignment using the HHpred suite ​68​. The subfamilies were then compared to each 
other using hhblits ​69​ from the HHpred suite (with parameters -v 0 -p 50 -z 4 -Z 32000 -B 0 -b 0). For subfamilies with 
probability scores of ≥ 95% and coverage ≥ 0.5, a similarity score (probability ⨉ coverage) was used as the weights of the 
input network in the final clustering using the Markov CLustering algorithm ​70​, with 2.0 as the inflation parameter. Finally, the 
resulting clusters were defined as protein families. The clustering analyses of the presence and absence of protein families 
detected in the phage genomes were performed with Jaccard distance and complete linkage. 
 
Phylogenetic analyses. ​Phylogenetic analyses were performed for bacterial and phage-associated PmoC sequences identified 
from BML, BML_S, LM, CB and TBL samples, with NCBI bacterial methanotrophs PmoC protein sequences (see above) 
included for references. To reveal the phylogeny of phages with genomes reconstructed in this study, sequences of 11 
protein subfamilies retrieved from the protein family analyses (see above) were concatenated for analyses. In addition, the 
DNA polymerase (within the 11 proteins used for concatenation) was used as a single marker for phylogenetic analyses. All 
DNA polymerase of NCBI RefSeq viruses/phages were downloaded and used to retrieve references by BLASTp (using the DNA 
polymerase sequences reported in this study as queries). The top 30 BLASTp hits were included as references.  

For the phylogeny of bacterial methanotrophs, 16 concatenated ribosomal proteins (16RPs) ​71​, ribosomal protein 
S3 (rpS3) and 16S rRNA gene sequences were used as markers. For protein-coding genes predicted by prodigal ​58​ from 
scaffolds with a minimum length of 1 kbp, the 16 RPs (including rpS3) were determined by HMM-based search with 
databases built from Hug et al. ​71​. For those scaffolds with 8 or more of the 16RPs, the ribosomal proteins were individually 
aligned and filtered. Another tree only based on rpS3 was constructed using the same procedure. The references for both 
16RP and rpS3 trees were selected from the Hug et al. ​71​ datasets by rpS3 BLASTp search with the top 5 hits included. The 16S 
rRNA genes were predicted via HMM search as previously described ​60​, and any insertion with a minimum length of 10 bp 
was removed. The insertion-removed 16S datasets were aligned using a local version of SINA aligner ​72​ and filtered by trimAl 
to remove those columns with ≥ 90% gaps. The tree was built by IQtree ​73​ using the “GTR+G4” model. References were 
selected based on BLASTn search against the 16S datasets of Silva132 ​74​, and the top 5 hits were included. For all the 
phylogenetic analyses with protein sequences, the proteins were aligned using Muscle ​75​ and filtered by trimAl ​76​ to remove 
those columns with ≥ 90% gaps, followed by tree building with IQtree ​73​ using the “LG+G4” model, filtered sequences were 
concatenated for multiple proteins based analyses. 
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https://de.cyverse.org/dl/d/85779809-E882-4C58-9E7B-07912799AFB3/my.final.20.phages.fasta​. 
 
Author contributions 
L.X.C. designed the analyses. T.C.N. collected and prepared the BML and BML_S samples for sequencing. T.C.N. and L.A.W. 
provided the DNA sequencing of BML and BML_S samples. K.D.M. provided the metagenomic datasets of LM, CB and TBL 
samples. L.X.C. performed the metagenomic assembly, genome binning, genome annotation, phylogenetic analyses, HMM 
search, and CRISPR-Cas analyses. L.X.C. and J.F.B. performed manual genome curation to completion. R.M. and L.X.C. 
performed protein family analyses. A.C.C. performed the SNPs analysis. L.X.C. and J.F.B. wrote the manuscript. All authors 
read and approved the final manuscript. 
 
Competing interests 
The authors declare that they have no conflict of interest. 
 
Acknowledgements 
We thank Dr. Magdalena J. Mayr for the permission to use the metagenomic and metatranscriptomic datasets from Lake 
Rotsee for analyses in this study. We thank Dr. Robert Edwards’s help in attempting to retrieve highly similar phage genomes 
in NCBI SRA datasets. The study was supported by the NSERC Canada and Syncrude Canada (Grant No. CRDPJ 403361–10). 
We also acknowledge funding support from the Chan Zuckerberg Biohub and the Innovative Genomics Institute at UC 
Berkeley. Katherine D. McMahon received funding from the United States National Science Foundation Microbial 
Observatories program (MCB-0702395), the Long-Term Ecological Research Program (NTL–LTER DEB-1440297), and an 
INSPIRE award (DEB-1344254). 
 
References 

1. Salmond, G. P. C. & Fineran, P. C. A century of the phage: past, present and future. ​Nat. Rev. Microbiol.​ ​13 ​, 777–786 
(2015). 

2. Al-Shayeb, B., Sachdeva, R., Chen, L. X., Ward, F. & Munk, P. Clades of huge phage from across Earth’s ecosystems. 
bioRxiv​ (2019). 

3. Lindell, D., Jaffe, J. D., Johnson, Z. I., Church, G. M. & Chisholm, S. W. Photosynthesis genes in marine viruses yield 
proteins during host infection. ​Nature​ ​438 ​, 86–89 (2005). 

4. Anantharaman, K. ​et al.​ Sulfur oxidation genes in diverse deep-sea viruses. ​Science​ ​344 ​, 757–760 (2014). 
5. Roux, S. ​et al.​ Ecogenomics and potential biogeochemical impacts of globally abundant ocean viruses. ​Nature​ ​537 ​, 

689–693 (2016). 
6. Ahlgren, N. A., Fuchsman, C. A., Rocap, G. & Fuhrman, J. A. Discovery of several novel, widespread, and ecologically 

distinct marine Thaumarchaeota viruses that encode amoC nitrification genes. ​ISME J.​ ​13 ​, 618–631 (2019). 
7. Cicerone, R. J. & Oremland, R. S. Biogeochemical aspects of atmospheric methane. ​Global Biogeochem. Cycles​ ​2​, 

299–327 (1988). 
8. Sirajuddin, S. & Rosenzweig, A. C. Enzymatic oxidation of methane. ​Biochemistry​ ​54 ​, 2283–2294 (2015). 
9. Lieberman, R. L. & Rosenzweig, A. C. Crystal structure of a membrane-bound metalloenzyme that catalyses the 

biological oxidation of methane. ​Nature​ ​434 ​, 177–182 (2005). 
10. Semrau, J. D., DiSpirito, A. A. & Yoon, S. Methanotrophs and copper. ​FEMS Microbiol. Rev.​ ​34 ​, 496–531 (2010). 
11. Lieberman, R. L. & Rosenzweig, A. C. Biological methane oxidation: regulation, biochemistry, and active site structure of 

particulate methane monooxygenase. ​Crit. Rev. Biochem. Mol. Biol.​ ​39 ​, 147–164 (2004). 
12. Stolyar, S., Costello, A. M., Peeples, T. L. & Lidstrom, M. E. Role of multiple gene copies in particulate methane 

monooxygenase activity in the methane-oxidizing bacterium Methylococcus capsulatus Bath. ​Microbiology​ ​145 ( Pt 5) ​, 
1235–1244 (1999). 

13. Fallon, R. D., Harrits, S., Hanson, R. S. & Brock, T. D. The role of methane in internal carbon cycling in Lake Mendota 
during summer stratification. ​Limnol. Oceanogr.​ ​25 ​, 357–360 (1980). 

14. Riera, J. L., Schindler, J. E. & Kratz, T. K. Seasonal dynamics of carbon dioxide and methane in two clear-water lakes and 
two bog lakes in northern Wisconsin, USA. ​Can. J. Fish. Aquat. Sci.​ ​56 ​, 265–274 (1999). 

15. Bastviken, D., Cole, J., Pace, M. & Tranvik, L. Methane emissions from lakes: Dependence of lake characteristics, two 
regional assessments, and a global estimate. ​Global Biogeochem. Cycles​ ​18 ​, (2004). 

16. Linz, A. M. ​et al.​ Freshwater carbon and nutrient cycles revealed through reconstructed population genomes. ​PeerJ​ ​6​, 
e6075 (2018). 

17. Risacher, F. F. ​et al.​ The interplay of methane and ammonia as key oxygen consuming constituents in early stage 
development of Base Mine Lake, the first demonstration oil sands pit lake. ​Appl. Geochem.​ ​93 ​, 49–59 (2018). 

11 

preprint (which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 
The copyright holder for thisthis version posted February 14, 2020. ; https://doi.org/10.1101/2020.02.13.942896doi: bioRxiv preprint 

https://de.cyverse.org/dl/d/85779809-E882-4C58-9E7B-07912799AFB3/my.final.20.phages.fasta
http://paperpile.com/b/TFvXj4/VyJe
http://paperpile.com/b/TFvXj4/VyJe
http://paperpile.com/b/TFvXj4/VyJe
http://paperpile.com/b/TFvXj4/VyJe
http://paperpile.com/b/TFvXj4/VyJe
http://paperpile.com/b/TFvXj4/VyJe
http://paperpile.com/b/TFvXj4/dvXb
http://paperpile.com/b/TFvXj4/dvXb
http://paperpile.com/b/TFvXj4/dvXb
http://paperpile.com/b/TFvXj4/kJaQ
http://paperpile.com/b/TFvXj4/kJaQ
http://paperpile.com/b/TFvXj4/kJaQ
http://paperpile.com/b/TFvXj4/kJaQ
http://paperpile.com/b/TFvXj4/kJaQ
http://paperpile.com/b/TFvXj4/kJaQ
http://paperpile.com/b/TFvXj4/hAjg
http://paperpile.com/b/TFvXj4/hAjg
http://paperpile.com/b/TFvXj4/hAjg
http://paperpile.com/b/TFvXj4/hAjg
http://paperpile.com/b/TFvXj4/hAjg
http://paperpile.com/b/TFvXj4/hAjg
http://paperpile.com/b/TFvXj4/hAjg
http://paperpile.com/b/TFvXj4/hNF8
http://paperpile.com/b/TFvXj4/hNF8
http://paperpile.com/b/TFvXj4/hNF8
http://paperpile.com/b/TFvXj4/hNF8
http://paperpile.com/b/TFvXj4/hNF8
http://paperpile.com/b/TFvXj4/hNF8
http://paperpile.com/b/TFvXj4/hNF8
http://paperpile.com/b/TFvXj4/hNF8
http://paperpile.com/b/TFvXj4/5B23
http://paperpile.com/b/TFvXj4/5B23
http://paperpile.com/b/TFvXj4/5B23
http://paperpile.com/b/TFvXj4/5B23
http://paperpile.com/b/TFvXj4/5B23
http://paperpile.com/b/TFvXj4/5B23
http://paperpile.com/b/TFvXj4/QgAD
http://paperpile.com/b/TFvXj4/QgAD
http://paperpile.com/b/TFvXj4/QgAD
http://paperpile.com/b/TFvXj4/QgAD
http://paperpile.com/b/TFvXj4/QgAD
http://paperpile.com/b/TFvXj4/QgAD
http://paperpile.com/b/TFvXj4/MGKs
http://paperpile.com/b/TFvXj4/MGKs
http://paperpile.com/b/TFvXj4/MGKs
http://paperpile.com/b/TFvXj4/MGKs
http://paperpile.com/b/TFvXj4/MGKs
http://paperpile.com/b/TFvXj4/ElFN
http://paperpile.com/b/TFvXj4/ElFN
http://paperpile.com/b/TFvXj4/ElFN
http://paperpile.com/b/TFvXj4/ElFN
http://paperpile.com/b/TFvXj4/ElFN
http://paperpile.com/b/TFvXj4/ElFN
http://paperpile.com/b/TFvXj4/nNVW
http://paperpile.com/b/TFvXj4/nNVW
http://paperpile.com/b/TFvXj4/nNVW
http://paperpile.com/b/TFvXj4/nNVW
http://paperpile.com/b/TFvXj4/nNVW
http://paperpile.com/b/TFvXj4/1Zbw
http://paperpile.com/b/TFvXj4/1Zbw
http://paperpile.com/b/TFvXj4/1Zbw
http://paperpile.com/b/TFvXj4/1Zbw
http://paperpile.com/b/TFvXj4/1Zbw
http://paperpile.com/b/TFvXj4/1Zbw
http://paperpile.com/b/TFvXj4/vYny
http://paperpile.com/b/TFvXj4/vYny
http://paperpile.com/b/TFvXj4/vYny
http://paperpile.com/b/TFvXj4/vYny
http://paperpile.com/b/TFvXj4/vYny
http://paperpile.com/b/TFvXj4/vYny
http://paperpile.com/b/TFvXj4/vYny
http://paperpile.com/b/TFvXj4/uYBF
http://paperpile.com/b/TFvXj4/uYBF
http://paperpile.com/b/TFvXj4/uYBF
http://paperpile.com/b/TFvXj4/uYBF
http://paperpile.com/b/TFvXj4/uYBF
http://paperpile.com/b/TFvXj4/uYBF
http://paperpile.com/b/TFvXj4/y15o
http://paperpile.com/b/TFvXj4/y15o
http://paperpile.com/b/TFvXj4/y15o
http://paperpile.com/b/TFvXj4/y15o
http://paperpile.com/b/TFvXj4/y15o
http://paperpile.com/b/TFvXj4/y15o
http://paperpile.com/b/TFvXj4/ZSJW
http://paperpile.com/b/TFvXj4/ZSJW
http://paperpile.com/b/TFvXj4/ZSJW
http://paperpile.com/b/TFvXj4/ZSJW
http://paperpile.com/b/TFvXj4/ZSJW
http://paperpile.com/b/TFvXj4/ZSJW
http://paperpile.com/b/TFvXj4/HxFe
http://paperpile.com/b/TFvXj4/HxFe
http://paperpile.com/b/TFvXj4/HxFe
http://paperpile.com/b/TFvXj4/HxFe
http://paperpile.com/b/TFvXj4/HxFe
http://paperpile.com/b/TFvXj4/HxFe
http://paperpile.com/b/TFvXj4/HxFe
http://paperpile.com/b/TFvXj4/HxFe
http://paperpile.com/b/TFvXj4/v6vt
http://paperpile.com/b/TFvXj4/v6vt
http://paperpile.com/b/TFvXj4/v6vt
http://paperpile.com/b/TFvXj4/v6vt
http://paperpile.com/b/TFvXj4/v6vt
http://paperpile.com/b/TFvXj4/v6vt
http://paperpile.com/b/TFvXj4/v6vt
http://paperpile.com/b/TFvXj4/v6vt
https://doi.org/10.1101/2020.02.13.942896


 

18. Mori, J. F. ​et al.​ Putative mixotrophic nitrifying-denitrifying Gammaproteobacteria implicated in nitrogen cycling within 
the ammonia/oxygen transition zone of an oil sands pit lake. ​Front. Microbiol.​ ​10 ​, 2435 (2019). 

19. Slater, G. F. ​et al.​ Methane Fluxes and Consumption in an Oil Sands Tailings End Pit Lake. in vol. 2017 (2017). 
20. Hoefman, S. ​et al.​ Methyloparacoccus murrellii gen. nov., sp. nov., a methanotroph isolated from pond water. ​Int. J. 

Syst. Evol. Microbiol.​ ​64 ​, 2100–2107 (2014). 
21. An, D. ​et al.​ Metagenomics of hydrocarbon resource environments indicates aerobic taxa and genes to be unexpectedly 

common. ​Environ. Sci. Technol.​ ​47 ​, 10708–10717 (2013). 
22. Saidi-Mehrabad, A. ​et al.​ Methanotrophic bacteria in oil sands tailings ponds of northern Alberta. ​ISME J.​ ​7​, 908–921 

(2013). 
23. Tan, B. ​et al.​ Comparative analysis of metagenomes from three methanogenic hydrocarbon-degrading enrichment 

cultures with 41 environmental samples. ​ISME J.​ ​9​, 2028–2045 (2015). 
24. Rochman, F. F. ​et al.​ Benzene and Naphthalene Degrading Bacterial Communities in an Oil Sands Tailings Pond. ​Front. 

Microbiol.​ ​8​, 1845 (2017). 
25. Liew, E. F., Tong, D., Coleman, N. V. & Holmes, A. J. Mutagenesis of the hydrocarbon monooxygenase indicates a metal 

centre in subunit-C, and not subunit-B, is essential for copper-containing membrane monooxygenase activity. 
Microbiology​ vol. 160 1267–1277 (2014). 

26. Ross, M. O. ​et al.​ Particulate methane monooxygenase contains only mononuclear copper centers. ​Science​ ​364 ​, 566–570 
(2019). 

27. Mihara, T. ​et al.​ Linking Virus Genomes with Host Taxonomy. ​Viruses​ ​8​, 66 (2016). 
28. Nishimura, Y. ​et al.​ ViPTree: the viral proteomic tree server. ​Bioinformatics ​ ​33 ​, 2379–2380 (2017). 
29. Thompson, L. R. ​et al.​ Phage auxiliary metabolic genes and the redirection of cyanobacterial host carbon metabolism. 

Proc. Natl. Acad. Sci. U. S. A.​ ​108 ​, E757–64 (2011). 
30. Sullivan, M. B. ​et al.​ Genomic analysis of oceanic cyanobacterial myoviruses compared with T4-like myoviruses from 

diverse hosts and environments. ​Environ. Microbiol.​ ​12 ​, 3035–3056 (2010). 
31. Zimmerman, A. E. ​et al.​ Metabolic and biogeochemical consequences of viral infection in aquatic ecosystems. ​Nat. Rev. 

Microbiol.​ ​18 ​, 21–34 (2020). 
32. Dammeyer, T., Bagby, S. C., Sullivan, M. B., Chisholm, S. W. & Frankenberg-Dinkel, N. Efficient Phage-Mediated Pigment 

Biosynthesis in Oceanic Cyanobacteria. ​Curr. Biol.​ ​18 ​, 442–448 (2008). 
33. Ledermann, B. ​et al.​ Evolution and molecular mechanism of four-electron reducing ferredoxin-dependent bilin 

reductases from oceanic phages. ​FEBS J.​ ​285 ​, 339–356 (2018). 
34. Mayr, M. J., Zimmermann, M., Dey, J., Wehrli, B. & Bürgmann, H. Lake mixing regime selects methane-oxidation kinetics 

of the methanotroph assemblage. doi:​10.5194/bg-2019-482​. 
35. Tyutikov, F. M., Bespalova, I. A., Rebentish, B. A., Aleksandrushkina, N. N. & Krivisky, A. S. Bacteriophages of 

methanotrophic bacteria. ​J. Bacteriol.​ ​144 ​, 375–381 (1980). 
36. Tyutikov, F. M. ​et al.​ Bacteriophages of methanotrophs isolated from fish. ​Appl. Environ. Microbiol.​ ​46 ​, 917–924 (1983). 
37. Emerson, J. B. ​et al.​ Host-linked soil viral ecology along a permafrost thaw gradient. ​Nat Microbiol​ ​3​, 870–880 (2018). 
38. Paez-Espino, D. ​et al.​ Uncovering Earth’s virome. ​Nature ​ ​536 ​, 425–430 (2016). 
39. Chen, L.-X., Anantharaman, K., Shaiber, A., Murat Eren, A. & Banfield, J. F. Accurate and Complete Genomes from 

Metagenomes. ​bioRxiv​ 808410 (2019) doi:​10.1101/808410​. 
40. Ro, S. Y. ​et al.​ Native top-down mass spectrometry provides insights into the copper centers of membrane-bound 

methane monooxygenase. ​Nat. Commun.​ ​10 ​, 2675 (2019). 
41. Ro, S. Y. ​et al.​ From micelles to bicelles: Effect of the membrane on particulate methane monooxygenase activity. ​J. Biol. 

Chem.​ ​293 ​, 10457–10465 (2018). 
42. Stolyar, S., Franke, M. & Lidstrom, M. E. Expression of Individual Copies ofMethylococcus capsulatus Bath Particulate 

Methane Monooxygenase Genes. ​J. Bacteriol.​ ​183 ​, 1810–1812 (2001). 
43. Erikstad, H.-A., Jensen, S., Keen, T. J. & Birkeland, N.-K. Differential expression of particulate methane monooxygenase 

genes in the verrucomicrobial methanotroph ‘Methylacidiphilum kamchatkense’Kam1. ​Extremophiles​ ​16 ​, 405–409 
(2012). 

44. Berube, P. M., Samudrala, R. & Stahl, D. A. Transcription of all amoC copies is associated with recovery of Nitrosomonas 
europaea from ammonia starvation. ​J. Bacteriol.​ ​189 ​, 3935–3944 (2007). 

45. Bižić, M. ​et al.​ Aquatic and terrestrial cyanobacteria produce methane. ​Sci Adv​ ​6​, eaax5343 (2020). 
46. Whaley-Martin, K. ​et al.​ The Potential Role of Halothiobacillus spp. in Sulfur Oxidation and Acid Generation in 

Circum-Neutral Mine Tailings Reservoirs. ​Front. Microbiol.​ ​10 ​, 297 (2019). 
47. Bendall, M. L. ​et al.​ Genome-wide selective sweeps and gene-specific sweeps in natural bacterial populations. ​ISME J. 

10 ​, 1589–1601 (2016). 
48. Bushnell, B. BBTools: a suite of fast, multithreaded bioinformatics tools designed for analysis of DNA and RNA sequence 

data. ​Joint Genome Institute. https://jgi. doe. gov/data-and-tools/bbtools​ (2018). 
49. Peng, Y., Leung, H. C. M., Yiu, S. M. & Chin, F. Y. L. IDBA-UD: a de novo assembler for single-cell and metagenomic 

sequencing data with highly uneven depth. ​Bioinformatics​ ​28 ​, 1420–1428 (2012). 
50. Langmead, B. & Salzberg, S. L. Fast gapped-read alignment with Bowtie 2. ​Nat. Methods​ ​9​, 357–359 (2012). 

12 

preprint (which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 
The copyright holder for thisthis version posted February 14, 2020. ; https://doi.org/10.1101/2020.02.13.942896doi: bioRxiv preprint 

http://paperpile.com/b/TFvXj4/Hfjw
http://paperpile.com/b/TFvXj4/Hfjw
http://paperpile.com/b/TFvXj4/Hfjw
http://paperpile.com/b/TFvXj4/Hfjw
http://paperpile.com/b/TFvXj4/Hfjw
http://paperpile.com/b/TFvXj4/Hfjw
http://paperpile.com/b/TFvXj4/Hfjw
http://paperpile.com/b/TFvXj4/Hfjw
http://paperpile.com/b/TFvXj4/hXNq
http://paperpile.com/b/TFvXj4/hXNq
http://paperpile.com/b/TFvXj4/hXNq
http://paperpile.com/b/TFvXj4/ilax
http://paperpile.com/b/TFvXj4/ilax
http://paperpile.com/b/TFvXj4/ilax
http://paperpile.com/b/TFvXj4/ilax
http://paperpile.com/b/TFvXj4/ilax
http://paperpile.com/b/TFvXj4/ilax
http://paperpile.com/b/TFvXj4/ilax
http://paperpile.com/b/TFvXj4/ilax
http://paperpile.com/b/TFvXj4/qVon
http://paperpile.com/b/TFvXj4/qVon
http://paperpile.com/b/TFvXj4/qVon
http://paperpile.com/b/TFvXj4/qVon
http://paperpile.com/b/TFvXj4/qVon
http://paperpile.com/b/TFvXj4/qVon
http://paperpile.com/b/TFvXj4/qVon
http://paperpile.com/b/TFvXj4/qVon
http://paperpile.com/b/TFvXj4/lCEP
http://paperpile.com/b/TFvXj4/lCEP
http://paperpile.com/b/TFvXj4/lCEP
http://paperpile.com/b/TFvXj4/lCEP
http://paperpile.com/b/TFvXj4/lCEP
http://paperpile.com/b/TFvXj4/lCEP
http://paperpile.com/b/TFvXj4/lCEP
http://paperpile.com/b/TFvXj4/lCEP
http://paperpile.com/b/TFvXj4/XDR2
http://paperpile.com/b/TFvXj4/XDR2
http://paperpile.com/b/TFvXj4/XDR2
http://paperpile.com/b/TFvXj4/XDR2
http://paperpile.com/b/TFvXj4/XDR2
http://paperpile.com/b/TFvXj4/XDR2
http://paperpile.com/b/TFvXj4/XDR2
http://paperpile.com/b/TFvXj4/XDR2
http://paperpile.com/b/TFvXj4/rSEZ
http://paperpile.com/b/TFvXj4/rSEZ
http://paperpile.com/b/TFvXj4/rSEZ
http://paperpile.com/b/TFvXj4/rSEZ
http://paperpile.com/b/TFvXj4/rSEZ
http://paperpile.com/b/TFvXj4/rSEZ
http://paperpile.com/b/TFvXj4/rSEZ
http://paperpile.com/b/TFvXj4/rSEZ
http://paperpile.com/b/TFvXj4/nJ9v
http://paperpile.com/b/TFvXj4/nJ9v
http://paperpile.com/b/TFvXj4/nJ9v
http://paperpile.com/b/TFvXj4/nJ9v
http://paperpile.com/b/TFvXj4/4Mmq
http://paperpile.com/b/TFvXj4/4Mmq
http://paperpile.com/b/TFvXj4/4Mmq
http://paperpile.com/b/TFvXj4/4Mmq
http://paperpile.com/b/TFvXj4/4Mmq
http://paperpile.com/b/TFvXj4/4Mmq
http://paperpile.com/b/TFvXj4/4Mmq
http://paperpile.com/b/TFvXj4/4Mmq
http://paperpile.com/b/TFvXj4/nIWp
http://paperpile.com/b/TFvXj4/nIWp
http://paperpile.com/b/TFvXj4/nIWp
http://paperpile.com/b/TFvXj4/nIWp
http://paperpile.com/b/TFvXj4/nIWp
http://paperpile.com/b/TFvXj4/nIWp
http://paperpile.com/b/TFvXj4/nIWp
http://paperpile.com/b/TFvXj4/VdxH
http://paperpile.com/b/TFvXj4/VdxH
http://paperpile.com/b/TFvXj4/VdxH
http://paperpile.com/b/TFvXj4/VdxH
http://paperpile.com/b/TFvXj4/VdxH
http://paperpile.com/b/TFvXj4/VdxH
http://paperpile.com/b/TFvXj4/VdxH
http://paperpile.com/b/TFvXj4/7yIv
http://paperpile.com/b/TFvXj4/7yIv
http://paperpile.com/b/TFvXj4/7yIv
http://paperpile.com/b/TFvXj4/7yIv
http://paperpile.com/b/TFvXj4/7yIv
http://paperpile.com/b/TFvXj4/7yIv
http://paperpile.com/b/TFvXj4/7yIv
http://paperpile.com/b/TFvXj4/XY98
http://paperpile.com/b/TFvXj4/XY98
http://paperpile.com/b/TFvXj4/XY98
http://paperpile.com/b/TFvXj4/XY98
http://paperpile.com/b/TFvXj4/XY98
http://paperpile.com/b/TFvXj4/XY98
http://paperpile.com/b/TFvXj4/XY98
http://paperpile.com/b/TFvXj4/XY98
http://paperpile.com/b/TFvXj4/GnN9
http://paperpile.com/b/TFvXj4/GnN9
http://paperpile.com/b/TFvXj4/GnN9
http://paperpile.com/b/TFvXj4/GnN9
http://paperpile.com/b/TFvXj4/GnN9
http://paperpile.com/b/TFvXj4/GnN9
http://paperpile.com/b/TFvXj4/GnN9
http://paperpile.com/b/TFvXj4/GnN9
http://paperpile.com/b/TFvXj4/BKTA
http://paperpile.com/b/TFvXj4/BKTA
http://paperpile.com/b/TFvXj4/BKTA
http://paperpile.com/b/TFvXj4/BKTA
http://paperpile.com/b/TFvXj4/BKTA
http://paperpile.com/b/TFvXj4/BKTA
http://paperpile.com/b/TFvXj4/Fi27
http://paperpile.com/b/TFvXj4/Fi27
http://paperpile.com/b/TFvXj4/Fi27
http://paperpile.com/b/TFvXj4/Fi27
http://paperpile.com/b/TFvXj4/Fi27
http://paperpile.com/b/TFvXj4/Fi27
http://paperpile.com/b/TFvXj4/Fi27
http://paperpile.com/b/TFvXj4/Fi27
http://paperpile.com/b/TFvXj4/4oJc
http://paperpile.com/b/TFvXj4/4oJc
http://dx.doi.org/10.5194/bg-2019-482
http://paperpile.com/b/TFvXj4/4oJc
http://paperpile.com/b/TFvXj4/1Ybd
http://paperpile.com/b/TFvXj4/1Ybd
http://paperpile.com/b/TFvXj4/1Ybd
http://paperpile.com/b/TFvXj4/1Ybd
http://paperpile.com/b/TFvXj4/1Ybd
http://paperpile.com/b/TFvXj4/1Ybd
http://paperpile.com/b/TFvXj4/ur2Y
http://paperpile.com/b/TFvXj4/ur2Y
http://paperpile.com/b/TFvXj4/ur2Y
http://paperpile.com/b/TFvXj4/ur2Y
http://paperpile.com/b/TFvXj4/ur2Y
http://paperpile.com/b/TFvXj4/ur2Y
http://paperpile.com/b/TFvXj4/ur2Y
http://paperpile.com/b/TFvXj4/glnK
http://paperpile.com/b/TFvXj4/glnK
http://paperpile.com/b/TFvXj4/glnK
http://paperpile.com/b/TFvXj4/glnK
http://paperpile.com/b/TFvXj4/glnK
http://paperpile.com/b/TFvXj4/glnK
http://paperpile.com/b/TFvXj4/glnK
http://paperpile.com/b/TFvXj4/KMSf
http://paperpile.com/b/TFvXj4/KMSf
http://paperpile.com/b/TFvXj4/KMSf
http://paperpile.com/b/TFvXj4/KMSf
http://paperpile.com/b/TFvXj4/KMSf
http://paperpile.com/b/TFvXj4/KMSf
http://paperpile.com/b/TFvXj4/KMSf
http://paperpile.com/b/TFvXj4/fXJ3
http://paperpile.com/b/TFvXj4/fXJ3
http://paperpile.com/b/TFvXj4/fXJ3
http://paperpile.com/b/TFvXj4/fXJ3
http://dx.doi.org/10.1101/808410
http://paperpile.com/b/TFvXj4/fXJ3
http://paperpile.com/b/TFvXj4/wXG8
http://paperpile.com/b/TFvXj4/wXG8
http://paperpile.com/b/TFvXj4/wXG8
http://paperpile.com/b/TFvXj4/wXG8
http://paperpile.com/b/TFvXj4/wXG8
http://paperpile.com/b/TFvXj4/wXG8
http://paperpile.com/b/TFvXj4/wXG8
http://paperpile.com/b/TFvXj4/wXG8
http://paperpile.com/b/TFvXj4/ynQf
http://paperpile.com/b/TFvXj4/ynQf
http://paperpile.com/b/TFvXj4/ynQf
http://paperpile.com/b/TFvXj4/ynQf
http://paperpile.com/b/TFvXj4/ynQf
http://paperpile.com/b/TFvXj4/ynQf
http://paperpile.com/b/TFvXj4/ynQf
http://paperpile.com/b/TFvXj4/ynQf
http://paperpile.com/b/TFvXj4/ws9M
http://paperpile.com/b/TFvXj4/ws9M
http://paperpile.com/b/TFvXj4/ws9M
http://paperpile.com/b/TFvXj4/ws9M
http://paperpile.com/b/TFvXj4/ws9M
http://paperpile.com/b/TFvXj4/ws9M
http://paperpile.com/b/TFvXj4/YiVP
http://paperpile.com/b/TFvXj4/YiVP
http://paperpile.com/b/TFvXj4/YiVP
http://paperpile.com/b/TFvXj4/YiVP
http://paperpile.com/b/TFvXj4/YiVP
http://paperpile.com/b/TFvXj4/YiVP
http://paperpile.com/b/TFvXj4/YiVP
http://paperpile.com/b/TFvXj4/EvSR
http://paperpile.com/b/TFvXj4/EvSR
http://paperpile.com/b/TFvXj4/EvSR
http://paperpile.com/b/TFvXj4/EvSR
http://paperpile.com/b/TFvXj4/EvSR
http://paperpile.com/b/TFvXj4/EvSR
http://paperpile.com/b/TFvXj4/jQsX
http://paperpile.com/b/TFvXj4/jQsX
http://paperpile.com/b/TFvXj4/jQsX
http://paperpile.com/b/TFvXj4/jQsX
http://paperpile.com/b/TFvXj4/jQsX
http://paperpile.com/b/TFvXj4/jQsX
http://paperpile.com/b/TFvXj4/jQsX
http://paperpile.com/b/TFvXj4/yyaEC
http://paperpile.com/b/TFvXj4/yyaEC
http://paperpile.com/b/TFvXj4/yyaEC
http://paperpile.com/b/TFvXj4/yyaEC
http://paperpile.com/b/TFvXj4/yyaEC
http://paperpile.com/b/TFvXj4/yyaEC
http://paperpile.com/b/TFvXj4/yyaEC
http://paperpile.com/b/TFvXj4/yyaEC
http://paperpile.com/b/TFvXj4/g7M7
http://paperpile.com/b/TFvXj4/g7M7
http://paperpile.com/b/TFvXj4/g7M7
http://paperpile.com/b/TFvXj4/g7M7
http://paperpile.com/b/TFvXj4/g7M7
http://paperpile.com/b/TFvXj4/g7M7
http://paperpile.com/b/TFvXj4/g7M7
http://paperpile.com/b/TFvXj4/8dirq
http://paperpile.com/b/TFvXj4/8dirq
http://paperpile.com/b/TFvXj4/8dirq
http://paperpile.com/b/TFvXj4/8dirq
http://paperpile.com/b/TFvXj4/XqoFo
http://paperpile.com/b/TFvXj4/XqoFo
http://paperpile.com/b/TFvXj4/XqoFo
http://paperpile.com/b/TFvXj4/XqoFo
http://paperpile.com/b/TFvXj4/XqoFo
http://paperpile.com/b/TFvXj4/XqoFo
http://paperpile.com/b/TFvXj4/YbkaP
http://paperpile.com/b/TFvXj4/YbkaP
http://paperpile.com/b/TFvXj4/YbkaP
http://paperpile.com/b/TFvXj4/YbkaP
http://paperpile.com/b/TFvXj4/YbkaP
https://doi.org/10.1101/2020.02.13.942896


 

51. Kang, D. D., Froula, J., Egan, R. & Wang, Z. MetaBAT, an efficient tool for accurately reconstructing single genomes from 
complex microbial communities. ​PeerJ​ ​3​, e1165 (2015). 

52. Johnson, L. S., Eddy, S. R. & Portugaly, E. Hidden Markov model speed heuristic and iterative HMM search procedure. 
BMC Bioinformatics​ ​11 ​, 431 (2010). 

53. Haft, D. H., Selengut, J. D. & White, O. The TIGRFAMs database of protein families. ​Nucleic Acids Res.​ ​31 ​, 371–373 
(2003). 

54. Pruitt, K. D., Tatusova, T. & Maglott, D. R. NCBI reference sequences (RefSeq): a curated non-redundant sequence 
database of genomes, transcripts and proteins. ​Nucleic Acids Res.​ ​35 ​, D61–5 (2007). 

55. Huang, Y., Niu, B., Gao, Y., Fu, L. & Li, W. CD-HIT Suite: a web server for clustering and comparing biological sequences. 
Bioinformatics​ ​26 ​, 680–682 (2010). 

56. Bushnell, B. ​BBMap: a fast, accurate, splice-aware aligner​. ​https://www.osti.gov/biblio/1241166​ (2014). 
57. Chen, L.-X. ​et al.​ Candidate Phyla Radiation Roizmanbacteria From Hot Springs Have Novel and Unexpectedly Abundant 

CRISPR-Cas Systems. ​Front. Microbiol.​ ​10 ​, 928 (2019). 
58. Hyatt, D. ​et al.​ Prodigal: prokaryotic gene recognition and translation initiation site identification. ​BMC Bioinformatics 

11 ​, 119 (2010). 
59. Kearse, M. ​et al. ​ Geneious Basic: an integrated and extendable desktop software platform for the organization and 

analysis of sequence data. ​Bioinformatics​ ​28 ​, 1647–1649 (2012). 
60. Brown, C. T. ​et al.​ Unusual biology across a group comprising more than 15% of domain Bacteria. ​Nature​ ​523 ​, 208–211 

(2015). 
61. Yoon, S.-H., Ha, S.-M., Lim, J., Kwon, S. & Chun, J. A large-scale evaluation of algorithms to calculate average nucleotide 

identity. ​Antonie Van Leeuwenhoek​ ​110 ​, 1281–1286 (2017). 
62. Levi, K., Rynge, M., Abeysinghe, E. & Edwards, R. A. Searching the sequence read archive using Jetstream and Wrangler. 

in ​Proceedings of the Practice and Experience on Advanced Research Computing​ 1–7 (2018). 
63. Anantharaman, K. ​et al.​ Thousands of microbial genomes shed light on interconnected biogeochemical processes in an 

aquifer system. ​Nature Communications​ vol. 7 (2016). 
64. Zhu, J. ​et al.​ Microbiology and potential applications of aerobic methane oxidation coupled to denitrification (AME-D) 

process: A review. ​Water Res. ​ ​90 ​, 203–215 (2016). 
65. Bland, C. ​et al.​ CRISPR recognition tool (CRT): a tool for automatic detection of clustered regularly interspaced 

palindromic repeats. ​BMC Bioinformatics​ ​8​, 209 (2007). 
66. Méheust, R., Burstein, D., Castelle, C. J. & Banfield, J. F. The distinction of CPR bacteria from other bacteria based on 

protein family content. ​Nat. Commun.​ ​10 ​, 4173 (2019). 
67. Steinegger, M. & Söding, J. MMseqs2 enables sensitive protein sequence searching for the analysis of massive data sets. 

Nat. Biotechnol.​ ​35 ​, 1026–1028 (2017). 
68. Söding, J., Biegert, A. & Lupas, A. N. The HHpred interactive server for protein homology detection and structure 

prediction. ​Nucleic Acids Res.​ ​33 ​, W244–8 (2005). 
69. Remmert, M., Biegert, A., Hauser, A. & Söding, J. HHblits: lightning-fast iterative protein sequence searching by 

HMM-HMM alignment. ​Nat. Methods​ ​9​, 173–175 (2011). 
70. Enright, A. J., Van Dongen, S. & Ouzounis, C. A. An efficient algorithm for large-scale detection of protein families. 

Nucleic Acids Res.​ ​30 ​, 1575–1584 (2002). 
71. Hug, L. A. ​et al.​ A new view of the tree of life. ​Nat Microbiol​ ​1​, 16048 (2016). 
72. Pruesse, E., Peplies, J. & Glöckner, F. O. SINA: accurate high-throughput multiple sequence alignment of ribosomal RNA 

genes. ​Bioinformatics​ ​28 ​, 1823–1829 (2012). 
73. Nguyen, L.-T., Schmidt, H. A., von Haeseler, A. & Minh, B. Q. IQ-TREE: a fast and effective stochastic algorithm for 

estimating maximum-likelihood phylogenies. ​Mol. Biol. Evol.​ ​32 ​, 268–274 (2015). 
74. Quast, C. ​et al.​ The SILVA ribosomal RNA gene database project: improved data processing and web-based tools. ​Nucleic 

Acids Res.​ ​41 ​, D590–6 (2013). 
75. Edgar, R. C. MUSCLE: multiple sequence alignment with high accuracy and high throughput. ​Nucleic Acids Res.​ ​32 ​, 

1792–1797 (2004). 
76. Capella-Gutiérrez, S., Silla-Martínez, J. M. & Gabaldón, T. trimAl: a tool for automated alignment trimming in large-scale 

phylogenetic analyses. ​Bioinformatics​ ​25 ​, 1972–1973 (2009). 

 

13 

preprint (which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 
The copyright holder for thisthis version posted February 14, 2020. ; https://doi.org/10.1101/2020.02.13.942896doi: bioRxiv preprint 

http://paperpile.com/b/TFvXj4/8AGOC
http://paperpile.com/b/TFvXj4/8AGOC
http://paperpile.com/b/TFvXj4/8AGOC
http://paperpile.com/b/TFvXj4/8AGOC
http://paperpile.com/b/TFvXj4/8AGOC
http://paperpile.com/b/TFvXj4/8AGOC
http://paperpile.com/b/TFvXj4/s8Sw
http://paperpile.com/b/TFvXj4/s8Sw
http://paperpile.com/b/TFvXj4/s8Sw
http://paperpile.com/b/TFvXj4/s8Sw
http://paperpile.com/b/TFvXj4/s8Sw
http://paperpile.com/b/TFvXj4/ExN8
http://paperpile.com/b/TFvXj4/ExN8
http://paperpile.com/b/TFvXj4/ExN8
http://paperpile.com/b/TFvXj4/ExN8
http://paperpile.com/b/TFvXj4/ExN8
http://paperpile.com/b/TFvXj4/ExN8
http://paperpile.com/b/TFvXj4/tPy7
http://paperpile.com/b/TFvXj4/tPy7
http://paperpile.com/b/TFvXj4/tPy7
http://paperpile.com/b/TFvXj4/tPy7
http://paperpile.com/b/TFvXj4/tPy7
http://paperpile.com/b/TFvXj4/tPy7
http://paperpile.com/b/TFvXj4/IZAm
http://paperpile.com/b/TFvXj4/IZAm
http://paperpile.com/b/TFvXj4/IZAm
http://paperpile.com/b/TFvXj4/IZAm
http://paperpile.com/b/TFvXj4/IZAm
http://paperpile.com/b/TFvXj4/Pz9U
http://paperpile.com/b/TFvXj4/Pz9U
http://paperpile.com/b/TFvXj4/Pz9U
https://www.osti.gov/biblio/1241166
http://paperpile.com/b/TFvXj4/Pz9U
http://paperpile.com/b/TFvXj4/yh6m
http://paperpile.com/b/TFvXj4/yh6m
http://paperpile.com/b/TFvXj4/yh6m
http://paperpile.com/b/TFvXj4/yh6m
http://paperpile.com/b/TFvXj4/yh6m
http://paperpile.com/b/TFvXj4/yh6m
http://paperpile.com/b/TFvXj4/yh6m
http://paperpile.com/b/TFvXj4/yh6m
http://paperpile.com/b/TFvXj4/9JlX
http://paperpile.com/b/TFvXj4/9JlX
http://paperpile.com/b/TFvXj4/9JlX
http://paperpile.com/b/TFvXj4/9JlX
http://paperpile.com/b/TFvXj4/9JlX
http://paperpile.com/b/TFvXj4/9JlX
http://paperpile.com/b/TFvXj4/9JlX
http://paperpile.com/b/TFvXj4/jORTw
http://paperpile.com/b/TFvXj4/jORTw
http://paperpile.com/b/TFvXj4/jORTw
http://paperpile.com/b/TFvXj4/jORTw
http://paperpile.com/b/TFvXj4/jORTw
http://paperpile.com/b/TFvXj4/jORTw
http://paperpile.com/b/TFvXj4/jORTw
http://paperpile.com/b/TFvXj4/jORTw
http://paperpile.com/b/TFvXj4/JhcVF
http://paperpile.com/b/TFvXj4/JhcVF
http://paperpile.com/b/TFvXj4/JhcVF
http://paperpile.com/b/TFvXj4/JhcVF
http://paperpile.com/b/TFvXj4/JhcVF
http://paperpile.com/b/TFvXj4/JhcVF
http://paperpile.com/b/TFvXj4/JhcVF
http://paperpile.com/b/TFvXj4/JhcVF
http://paperpile.com/b/TFvXj4/6cU8
http://paperpile.com/b/TFvXj4/6cU8
http://paperpile.com/b/TFvXj4/6cU8
http://paperpile.com/b/TFvXj4/6cU8
http://paperpile.com/b/TFvXj4/6cU8
http://paperpile.com/b/TFvXj4/6cU8
http://paperpile.com/b/TFvXj4/ISSa
http://paperpile.com/b/TFvXj4/ISSa
http://paperpile.com/b/TFvXj4/ISSa
http://paperpile.com/b/TFvXj4/ISSa
http://paperpile.com/b/TFvXj4/J3QGZ
http://paperpile.com/b/TFvXj4/J3QGZ
http://paperpile.com/b/TFvXj4/J3QGZ
http://paperpile.com/b/TFvXj4/J3QGZ
http://paperpile.com/b/TFvXj4/J3QGZ
http://paperpile.com/b/TFvXj4/J3QGZ
http://paperpile.com/b/TFvXj4/2SSg
http://paperpile.com/b/TFvXj4/2SSg
http://paperpile.com/b/TFvXj4/2SSg
http://paperpile.com/b/TFvXj4/2SSg
http://paperpile.com/b/TFvXj4/2SSg
http://paperpile.com/b/TFvXj4/2SSg
http://paperpile.com/b/TFvXj4/2SSg
http://paperpile.com/b/TFvXj4/2SSg
http://paperpile.com/b/TFvXj4/hoxo
http://paperpile.com/b/TFvXj4/hoxo
http://paperpile.com/b/TFvXj4/hoxo
http://paperpile.com/b/TFvXj4/hoxo
http://paperpile.com/b/TFvXj4/hoxo
http://paperpile.com/b/TFvXj4/hoxo
http://paperpile.com/b/TFvXj4/hoxo
http://paperpile.com/b/TFvXj4/hoxo
http://paperpile.com/b/TFvXj4/haqe
http://paperpile.com/b/TFvXj4/haqe
http://paperpile.com/b/TFvXj4/haqe
http://paperpile.com/b/TFvXj4/haqe
http://paperpile.com/b/TFvXj4/haqe
http://paperpile.com/b/TFvXj4/haqe
http://paperpile.com/b/TFvXj4/RlQtZ
http://paperpile.com/b/TFvXj4/RlQtZ
http://paperpile.com/b/TFvXj4/RlQtZ
http://paperpile.com/b/TFvXj4/RlQtZ
http://paperpile.com/b/TFvXj4/RlQtZ
http://paperpile.com/b/TFvXj4/sVzUX
http://paperpile.com/b/TFvXj4/sVzUX
http://paperpile.com/b/TFvXj4/sVzUX
http://paperpile.com/b/TFvXj4/sVzUX
http://paperpile.com/b/TFvXj4/sVzUX
http://paperpile.com/b/TFvXj4/sVzUX
http://paperpile.com/b/TFvXj4/l180k
http://paperpile.com/b/TFvXj4/l180k
http://paperpile.com/b/TFvXj4/l180k
http://paperpile.com/b/TFvXj4/l180k
http://paperpile.com/b/TFvXj4/l180k
http://paperpile.com/b/TFvXj4/l180k
http://paperpile.com/b/TFvXj4/kulTG
http://paperpile.com/b/TFvXj4/kulTG
http://paperpile.com/b/TFvXj4/kulTG
http://paperpile.com/b/TFvXj4/kulTG
http://paperpile.com/b/TFvXj4/kulTG
http://paperpile.com/b/TFvXj4/CSLN
http://paperpile.com/b/TFvXj4/CSLN
http://paperpile.com/b/TFvXj4/CSLN
http://paperpile.com/b/TFvXj4/CSLN
http://paperpile.com/b/TFvXj4/CSLN
http://paperpile.com/b/TFvXj4/CSLN
http://paperpile.com/b/TFvXj4/CSLN
http://paperpile.com/b/TFvXj4/AzCE
http://paperpile.com/b/TFvXj4/AzCE
http://paperpile.com/b/TFvXj4/AzCE
http://paperpile.com/b/TFvXj4/AzCE
http://paperpile.com/b/TFvXj4/AzCE
http://paperpile.com/b/TFvXj4/AzCE
http://paperpile.com/b/TFvXj4/FBgC
http://paperpile.com/b/TFvXj4/FBgC
http://paperpile.com/b/TFvXj4/FBgC
http://paperpile.com/b/TFvXj4/FBgC
http://paperpile.com/b/TFvXj4/FBgC
http://paperpile.com/b/TFvXj4/FBgC
http://paperpile.com/b/TFvXj4/BMxp
http://paperpile.com/b/TFvXj4/BMxp
http://paperpile.com/b/TFvXj4/BMxp
http://paperpile.com/b/TFvXj4/BMxp
http://paperpile.com/b/TFvXj4/BMxp
http://paperpile.com/b/TFvXj4/BMxp
http://paperpile.com/b/TFvXj4/BMxp
http://paperpile.com/b/TFvXj4/BMxp
http://paperpile.com/b/TFvXj4/SlcO
http://paperpile.com/b/TFvXj4/SlcO
http://paperpile.com/b/TFvXj4/SlcO
http://paperpile.com/b/TFvXj4/SlcO
http://paperpile.com/b/TFvXj4/SlcO
http://paperpile.com/b/TFvXj4/SlcO
http://paperpile.com/b/TFvXj4/lMih
http://paperpile.com/b/TFvXj4/lMih
http://paperpile.com/b/TFvXj4/lMih
http://paperpile.com/b/TFvXj4/lMih
http://paperpile.com/b/TFvXj4/lMih
http://paperpile.com/b/TFvXj4/lMih
https://doi.org/10.1101/2020.02.13.942896

