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Abstract

Connectomics has focused primarily on the mapping of synaptic links in the brain; yet it is

well established that extrasynaptic volume transmission, especially via monoamines and

neuropeptides, is also critical to brain function and occurs primarily outside the synaptic con-

nectome. We have mapped the putative monoamine connections, as well as a subset of

neuropeptide connections, in C. elegans based on new and published gene expression

data. The monoamine and neuropeptide networks exhibit distinct topological properties,

with the monoamine network displaying a highly disassortative star-like structure with a rich-

club of interconnected broadcasting hubs, and the neuropeptide network showing a more

recurrent, highly clustered topology. Despite the low degree of overlap between the extra-

synaptic (or wireless) and synaptic (or wired) connectomes, we find highly significant

multilink motifs of interaction, pinpointing locations in the network where aminergic and neu-

ropeptide signalling modulate synaptic activity. Thus, the C. elegans connectome can be

mapped as a multiplex network with synaptic, gap junction, and neuromodulator layers

representing alternative modes of interaction between neurons. This provides a new topo-

logical plan for understanding how aminergic and peptidergic modulation of behaviour is

achieved by specific motifs and loci of integration between hard-wired synaptic or junctional

circuits and extrasynaptic signals wirelessly broadcast from a small number of modulatory

neurons.

Author Summary

Connectomics represents an effort to map brain structure at the level of individual neu-

rons and their synaptic connections. However, neural circuits also depend on other types

of signalling between neurons, such as extrasynaptic modulation by monoamines and

peptides. Here we present a draft monoamine connectome, along with a partial neuropep-

tide connectome, for the nematode C. elegans, based on new and published expression
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data for biosynthetic genes and receptors. We describe the structural properties of these

"wireless" networks, including their topological features and modes of interaction with the

wired synaptic and gap junction connectomes. This multilayer connectome of C. elegans

can serve as a prototype for understanding the multiplex networks comprising larger ner-

vous systems, including the human brain.

Introduction

The new field of connectomics seeks to understand the brain by comprehensively mapping the

anatomical and functional links between all its constituent neurons or larger scale brain

regions [1]. The C. elegans nervous system has served as a prototype for analytical studies of

connectome networks, since the synaptic connections made by each of its 302 neurons have

been completely mapped at the level of electron microscopy [2, 3]. Through this approach, the

C. elegans nervous system has been found to share a number of topological features in com-

mon with most other real-world networks, from human brain networks through social net-

works to the internet [1, 4, 5]. One well-known example is the small-world phenomenon,

whereby networks are simultaneously highly clustered (nodes that are connected to each other

are also likely to have many nearest neighbours in common) and highly efficient (the average

path length between a pair of nodes is short) [6, 7]. Another characteristic feature of real-

world networks which has attracted much attention is the existence of hubs or high-degree

nodes, with many more connections to the rest of the network than expected in a random

graph [8]. As in other networks, these topological features of the C. elegans connectome are

thought to reflect the functional needs of the system [9, 10]. For example hubs are known to

play a privileged role in coordinating functions across a distributed network [11], while the

short path lengths (often mediated by the hubs) help increase the efficiency of information

transfer across the network [6].

Although connectomics has primarily focused on mapping the synaptic links between neu-

rons, it is well established that chemical synapses are only one of several modes of interaction

between neurons. For example, gap junctions, which mediate fast, potentially bidirectional

electrical coupling between cells, are widespread in all nervous systems. Likewise, volume

transmission and neurohumoral signalling provide means for local or long-range communica-

tion between neurons unconnected by synapses. As neuromodulators released through these

routes can have profound effects on neural activity and behaviour [12–14], a full understand-

ing of neural connectivity requires a detailed mapping of these extrasynaptic pathways.

In C. elegans, as in many animals, one important route of neuromodulation is through

monoamine signalling. Monoamines are widespread throughout phyla, with evidence that

they are one of the oldest signalling systems, evolving at least 1 billion years ago [15]. In both

humans and C. elegans, many neurons expressing aminergic receptors are not post-synaptic to

releasing neurons, indicating that a significant amount of monoamine signalling occurs out-

side the wired connectome [16]. Monoamines are known to be essential for normal brain

function, with abnormal signalling being implicated in numerous neurological and psychiatric

conditions [17]. In C. elegans, these monoaminergic systems play similarly diverse roles in

regulating locomotion, reproduction, feeding states, sensory adaptation, and learning [16].

Clearly, if the goal of connectomics is to understand behaviourally relevant communication

within the brain, extrasynaptic monoamine interactions must also be mapped, not just the net-

work of wired chemical synapses and gap junctions.
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In addition to monoamines, neuropeptides are also widely used as neuromodulators in the

C. elegans nervous system. C. elegans contains over 250 known or predicted neuropeptides syn-

thesized from at least 122 precursor genes, and over 100 putative peptide receptors [18, 19].

These include homologues of several well-known vertebrate neuropeptide receptors, including

those for oxytocin/vasopressin (NTR-1), neuropeptide Y (NPR-1) and cholecystokinin (CKR-

2) [19]. As in other animals, neuropeptide signalling is critical for nervous system function,

and frequently involves hormonal or other extrasynaptic mechanisms.

This study describes a draft connectome of extrasynaptic monoamine signalling in C. ele-

gans, as well as a partial network of neuropeptide signalling, based on new and published gene

expression data. We find that the extrasynaptic connectomes exhibit topological properties

distinct from one another as well as from the wired connectome. Overall, the neuronal connec-

tome can be modelled as a multiplex network with structurally distinct synaptic, gap junction,

and extrasynaptic (neuromodulatory) layers representing neuronal interactions with different

dynamics and polarity, and with critical interaction points allowing communication between

layers. This network represents a prototype for understanding how neuromodulators interact

with wired circuitry in larger nervous systems and for understanding the organisational princi-

ples of multiplex networks.

Results

A network of extrasynaptic monoamine signalling

To investigate the extent of extrasynaptic signalling in C. elegansmonoamine systems, we sys-

tematically compared the expression patterns of monoamine receptors with the postsynaptic

targets of aminergic neurons. Monoamine-producing cells were identified based on the pub-

lished expression patterns of appropriate biosynthetic enzymes and vesicular transporters (see

Methods). The expression patterns for each of five serotonin receptors (ser-1, ser-4, ser-5, ser-7

andmod-1), three octopamine receptors (octr-1, ser-3 and ser-6), four tyramine receptors (ser-

2, tyra-2, tyra-3 and lgc-55), and four dopamine receptors (dop-1, dop-2, dop-3 and dop-4) were

compiled from published data (see S1–S7 Tables). Since these receptors are either ion channels

or serpentine receptors predicted to couple to pan-neuronal G-proteins, we therefore assumed

all neurons expressing monoamine receptors are potential monoamine-responding cells.

Three additional genes encode known or candidate monoamine receptors but have missing

or incomplete expression data. Specifically, a ligand-gated chloride channel, lgc-53, has been

shown to be activated by dopamine [20], but its expression pattern and biological function

have not been characterized. Additional expression profiling using a transgenic lgc-53 reporter

line crossed to a series of known reference strains indicated that lgc-53 is expressed in a small

subset of neurons in the head, body and tail (Fig 1). Together with the published dop-1, dop-2,

dop-3 and dop-4-expressing cells, these were inferred to make up the domain of dopamine-

responding neurons. In addition, two G-protein coupled receptors, dop-5 and dop-6, have

been hypothesized based on sequence similarity to dop-3 to be dopamine receptors. Using the

same approach used for lgc-53, we identified most of the cells with clear expression of dop-5

and dop-6 reporters (Fig 1). These cells were included in a broader provisional dopamine net-

work, the analysis of which is presented in the supplemental material (S1 Fig, S3 Fig).

Receptor expression patterns suggest that a remarkably high fraction of monoamine signal-

ling must be extrasynaptic. For example, the two tyraminergic neurons, RIML and RIMR, are

presynaptic to a total of 20 neurons. Yet of the 114 neurons that express reporters for one or

more of the four tyramine (TA) receptors, only 7 are postsynaptic to a tyraminergic neuron

(Fig 2A; Table 1). Thus, approximately 94% of tyramine-responsive neurons must respond

only to extrasynaptic TA. Similar analyses of the other monoamine systems yield comparable
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results: 100% of neurons expressing octopamine receptors receive no synaptic input from

octopamine-releasing neurons (Fig 2B), while 82% of neurons expressing dopamine receptors,

and 76% of neurons expressing serotonin receptors receive no synaptic input from neurons

expressing the cognate monoamine ligand (Table 1). Thus, most neuronal monoamine signal-

ling in C. elegans appears to occur extrasynaptically, outside the wired synaptic connectome.

The prevalence of extrasynaptic monoamine signalling between neurons unconnected by syn-

apses or gap junctions implies the existence of a large wireless component to the functional C.

elegans connectome, the properties of which have not previously been studied.

Using the gene expression data, a directed graph representing a draft aminergic connec-

tome was constructed with edges linking putative monoamine releasing cells (expressing

monoamines, biosynthetic enzymes, or transporters) to those cells expressing a paired receptor

(Fig 2C; Table 2; S1 Dataset). Since biologically-relevant long-distance signalling (e.g. from

releasing cells in the head to tail motoneurons) has been experimentally demonstrated in C.

elegans for both dopamine and serotonin [21, 22]–while tyramine and octopamine are each

released from a single neuronal class [16]–edges were not restricted based on the physical

Fig 1. Expression patterns of the dopamine receptors dop-5, dop-6& lgc-53. Shown are representative
images showing expression of GFP reporters under the control of indicated receptor promoters in the head (left
panels) or tail/posterior body (right panels). Identified neurons are labelled; procedures for confirmation of cell
identities are described in methods. In all panels, dorsal is up and anterior is to the left. In addition to the neurons
indicated, dopamine receptor reporters were detected in the following neurons: dop-5: BDU (some animals); lgc-53:
CAN (some animals).

doi:10.1371/journal.pcbi.1005283.g001
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distance between nodes. For the serotonin network, only those neurons with strong, consistent

expression of serotonin biosynthetic markers such as tryptophan hydroxylase were included

(NSM, HSN and ADF). Additional neurons (AIM, RIH, VC4/5) that appear to take up seroto-

nin but not synthesize it [23][24] were not included in the network, since they may function

primarily in the homeostatic clearing of serotonin. We also did not include the ASG neurons,

Fig 2. Monoamine signalling in C. elegans is primarily extrasynaptic. (A) RIM tyramine releasing neurons, showing outgoing synaptic edges
(arrows), and neurons expressing one or more of the four tyramine receptors (grey). (B) RIC octopamine releasing neurons, showing outgoing synaptic
edges (arrows), and neurons expressing one or more of the three octopamine receptors (grey). (C) Adjacency matrix showing the monoamine (green),
synaptic (magenta) and gap junction (blue) networks. (D) Multilayer expansion of the synaptic (syn), gap junction (gap), monoamine (MA) and
neuropeptide (NP) signalling networks. Node positions are the same in all layers.

doi:10.1371/journal.pcbi.1005283.g002
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which produce serotonin only under hypoxic conditions [25], though they are likely to partici-

pate conditionally in the serotonin signalling networks.

The C. elegans connectome forms a multiplex network with
nonredundant layers

With the inclusion of the monoamine systems, the full C. elegans connectome can be consid-

ered as a multiplex or multilayer network [26], with each node representing a neuron and each

layer of connections–synaptic, gap junction, and monoamine–characterized by distinct edge

properties (Fig 2D). For example, chemical synapses represent unidirectional, wired connec-

tions that signal on a fast (ms) time scale, while gap junctions generate reciprocal electrical

connections that function on an even faster time scale. In contrast, monoamine connections

are wireless (with a single sending cell broadcasting to multiple receivers), slow (acting on a

time scale of seconds or longer) and unidirectional [22, 27]. Conceptually, additional modes of

signalling between neurons, such as peptide neuromodulation, could represent additional

layers.

Prior studies of multiplex networks in non-biological systems–such as communication net-

works–have tended to find a large degree of overlap between the links observed in distinct lay-

ers, implying that they may not be truly independent channels of interaction [28]. In contrast,

we observe that out of 1940 monoamine connections only 80 overlap with chemical or electri-

cal synapses, meaning 96% of the monoamine connections are unique to the monoamine layer

(Fig 2C; Table 1). Reducibility analysis [28], which clusters the different network layers based

on their redundancy or degree of overlap, provides further support that the monoamine net-

works have a unique structure. Considered either separately or in the aggregate, the mono-

amines form a distinct cluster separate from the wired synaptic and gap junction networks

(Fig 3A and 3B). This shows that the monoamine networks overlap less with the synaptic and

gap junction networks than the synaptic and gap junction networks do with each other.

Table 1. Table showing the number of monoamine receptor-expressing cells that do not receive synapses from releasing cells, and the number of
connections in each layer that are non-synaptic, including connections between neurons within the same class. Due to a many-to-many relationship
between senders and receivers, the fraction of non-synaptic edges can exceed the fraction of non-synaptic cells/nodes. Values for the expanded network
including putative dop-5 and dop-6 connections are in parentheses.

Network Cells with no synaptic input Non-synaptic edges

№ % № %

Serotonin 62 75.6 457 93.3

Dopamine 121 (138) 82.3 (73.8) 1133 (1422) 97 (95.6)

Octopamine 28 100 54 100

Tyramine 107 93.9 216 94.7

Aggregate 183 (178) 77.9 (70.9) 1860 (2149) 95.9 (95.1)

doi:10.1371/journal.pcbi.1005283.t001

Table 2. Table showing the number of nodes and edges in the individual and aggregatemonoamine networks. Values for an expanded network
including putative dop-5 and dop-6 connections are in parentheses.

Network Nodes N № ligand expressing № receptor expressing EdgesM!

Serotonin 86 6 82 490

Dopamine 147 (187) 8 147 (187) 1168 (1488)

Octopamine 28 2 28 54

Tyramine 116 2 114 228

Aggregate 237 (251) 18 235 (251) 1940 (2260)

doi:10.1371/journal.pcbi.1005283.t002
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Similarly, in many previously-described multiplex networks, the high-degree hubs in each

layer are often co-located, unequivocally highlighting certain nodes as key controllers of infor-

mation flow in the system [26]. While the synaptic and gap junction layers of the worm con-

nectome are observed to follow this trend, with the same high-degree neurons in both systems

(Fig 3C), the extrasynaptic monoamine network exhibits a vastly different structure. While the

synaptic and gap junction degrees of individual nodes show high positive correlation (R =

Fig 3. Monoamine networks are largely non-overlapping with the wired connectome. (A-B) Multilayer reducibility dendrograms. Panel A
considers monoamine and neuropeptide networks in aggregate; panel B considers monoamine systems individually with neuropeptide systems not
included. Layers close on the dendrogram have more overlapping edges and are more reducible. Branching height gives the Jensen-Shannon
distance between the layers. (C) Degree-degree correlation matrix. Off-diagonal panels show the degree-degree correlation between a pair of
network layers. Panels on the diagonal show the degree distribution of the individual layers. Monoamine hubs correspond to releasing neurons,
which are distinct for each monoamine. (D) Hive plot showing the wired synaptic (magenta), gap junction (blue), and monoamine connections
(green). Nodes are classified as sensory, motor or interneurons and are arranged along the three axes according to their degree. Hubs are located
further out along the axes.

doi:10.1371/journal.pcbi.1005283.g003
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.594), no significant degree-degree correlation is observed between the wired and extrasynap-

tic monoamine layers, indicating that the hubs of the monoamine system are distinct. These

analyses suggest two distinct interpretations for the dissimilarity to the wired network layers.

Firstly, monoamines may be functioning as an independent network, with little relation to the

faster wired network. Secondly, the dissimilarity between layers might indicate that mono-

amines have a complementary function that is nevertheless coupled to that of the synaptic and

gap junction connections.

Analysis of monoamine network topology

To address these possibilities, we investigated whether the isolated C. elegansmonoamine net-

work displays the structural organisation required for information processing. Considered

separately, the monoamine networks of C. elegans consist of only a few topologically central

neurons that broadcast signals to a large number of peripheral neurons. These monoamine-

releasing cells are mostly sensory and motor neurons, with the downstream receptors being

distributed throughout the worm (Fig 3D). In total, 18 of the 302 neurons in the adult her-

maphrodite release monoamines, while 251 neurons (83%) were found to express one or more

monoamine receptors. This gives the network a star-like topology, which can be directly

observed in all of the separate monoamine networks (Fig 4A, S1 Fig). As a consequence, the

monoamine network exhibits a heavy tailed distribution containing a small number of high-

degree hubs (Fig 3C). This structure is also reflected in other topological network measures,

with the monoamine network exhibiting high disassortativity characteristic of star networks

(Fig 4B). Disassortativity is known to be relevant in the organisation of collective network

dynamics, such as synchronisation [29] and cooperation behaviour [30, 31], and is widely

observed in other biological and technological networks [32]. The star-like structure of the

monoamine layer was also confirmed by three-neuron motif analysis, which revealed the

enrichment of a motif consisting of a hub node signalling to two spokes (S2 Fig).

The inclusion of these additional monoamine connections into the connectome has a num-

ber of effects on the aggregate network. For one, it greatly reduces the overall path length of

the network (Fig 4C), increasing the efficiency of integrative information processing by pro-

viding paths between more segregated subgraphs of the wired network [33]. In particular,

monoamine signalling provides a direct route of communication between sensory neurons

and motor neurons (Fig 3D), bypassing the premotor interneurons that play a prominent role

in the synaptic and gap junction systems [11]. Together, these observations suggest that the

monoamines provide efficient global connections for coordinating behaviour throughout the

entire organism due to the presence of highly connected hubs directly linking many disparate

parts of the network. This is a useful feature given the role of monoamines in signalling physio-

logically important states relevant to the entire organism, such as food availability [27]. The

increased connectivity provided by the monoamines also results in a reduction in the aggregate

network’s modular structure, a consequence of increasing the number of connections between

functionally segregated units (Fig 4D). The network is, however, still more modular than ran-

dom, with the monoamine layer also exhibiting greater-than-random modularity compared to

null models that rewire the network edges while preserving degree distribution (see Methods).

This is expected given the monoamine layer’s composition from separate signalling systems;

indeed the individual monoamine networks considered on their own show very low modular-

ity (S1 Fig).

Despite the hub-and-spoke structure of the extrasynaptic network, the monoamine layer

exhibits a significant level of global clustering (measured here as transitivity) (Fig 4E). This

observation is explained by two factors. Firstly, the expression of monoamine receptors by

The Multilayer Connectome ofCaenorhabditis elegans
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Fig 4. Topological properties of theC. elegans extrasynaptic networks. (A) Multilayer expansion of monoamine subnetworks.
Node positions are the same in all layers. (B-F) Comparison of network metrics for the synaptic (syn), gap junction (gap), monoamine
network (MA), aggregate wired &monoamine network (MA+), neuropeptide (NP) and complete aggregate (all) networks. Plots show

The Multilayer Connectome ofCaenorhabditis elegans
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releasing neurons creates a central cluster of hub neurons in the network; secondly, as many

neurons also express more than one monoamine receptor, triangles are formed in the network

with a receiving neuron as one vertex, and two transmitting neurons as the others. Indeed,

three-neuron motif analysis confirmed that this configuration is overrepresented in all the

monoamine networks save tyramine (S2 Fig). This structure provides a method of dual lateral

inhibition, where a releasing neuron can inhibit antagonistic signals from another hub neuron

while simultaneously negating the downstream effects of those signals, a pattern previously

observed in the OA/TA and 5-HT systems between RIC/RIM & NSM in the aminergic control

of feeding behaviours [34]. Similar patterns also exist within individual monoamine layers; for

example, the ventral cord motor neurons express both excitatory (dop-1) and inhibitory (dop-

3) dopamine receptors [35], while the expression of an inhibitory receptor (dop-2) in dopa-

mine-releasing neurons suggests that the hubs mutually suppress one another to regulate

dopamine release.

Many neural and brain networks have been shown to exhibit rich-club organisation [36–

39] in which the most highly-connected nodes are more connected to one another than

expected by chance [40]. It was previously shown that the C. elegans wired connectome

includes a rich-club consisting primarily of a small number of premotor interneurons, control-

ling forward and backward locomotion [11]. Subjecting the monoamine connectome to simi-

lar analysis, it was found that this network also contains a distinct rich-club (Fig 5A and 5B;

Table 3), consisting of dopamine, serotonin, and tyramine-releasing neurons. The rich-club

property stems from the fact that most serotonergic neurons contain receptors for both tyra-

mine and dopamine, while dopaminergic and tyraminergic neurons likewise express receptors

for the other two aminergic transmitters (Fig 5B), suggesting that the different monoamines

coordinate their actions. This rich-club structure is also reflected in the 3-neuron motif analy-

sis, in which the fully-connected motif was overrepresented in the aggregate monoamine layer

(S2 Fig). Interestingly, in contrast to the wired rich-club, all of whose members are interneu-

rons, the monoamine rich-club consists of sensory neurons and motor neurons (Fig 5C,

Table 3).

Properties of a partial neuropeptide network

We next investigated the structure of the signalling network for neuropeptides. The receptors

for many neuropeptides, and the ligands for many neuropeptide receptors, remain unknown;

moreover, the distance over which signalling can occur is uncharacterized for most neuropep-

tide systems. Despite these caveats, we reasoned that a partial and provisional neuropeptide

network could provide useful insight into the differences between peptide signalling networks

and synaptic, gap junction and monoamine networks. We focused on 12 neuropeptide recep-

tors with well-established ligands (with biologically-plausible EC50 values in in vitro assays)

and precisely-characterized expression patterns for both receptor and peptide precursor genes

(S8 Table, S9 Table). Networks were classified by receptor, allowing many-to-many relation-

ships between neuropeptides and receptors. Even for this partial network, 239 neurons are

seen to be involved in neuropeptide signalling (out of 302 possible) with 7035 connections

between them, providing greater connectivity than either the synaptic or monoamine layers.

Of the receptor-expressing neurons, almost 60% received no synaptic input from neurons

expressing one of their ligands, suggesting that at least for this partial network, neuropeptide

signalling, like monoamine signalling, is largely extrasynaptic. Likewise, the majority of edges

the observed values (filled squares) and expected values for 100 rewired networks preserving degree distribution (boxplots). Network
measures for individual monoamine networks and dop-5/6-containing aggregate network are presented in S1 Fig.

doi:10.1371/journal.pcbi.1005283.g004
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in the neuropeptide network do not overlap with synapses (97% non-overlapping), again con-

sistent with a largely extrasynaptic mode of signalling (Fig 6A).

The neuropeptide network, like the monoamine network, exhibits a structure distinct from

the wired connectome. No significant degree correlation was observed between the partial

neuropeptide network and the synaptic, gap junction, or monoamine networks, indicating

Fig 5. Monoamine rich-club. (A) Rich-club curve for the directed monoamine network. Dashed line indicates the rich-club coefficient for theC. elegans
monoamine network and the solid curve is a randomized rich-club curve representing the average rich-club coefficient of 100 random graphs (preserving
degree distribution) at each value k. Individual rich-club neurons are shown in Table 3. (B) Schematic showing the separate aminergic systems and the
volume transmission signalling between them based on receptor expression. Arrows between boxes denote connections between all of the contained
neurons. (C) Hive plot showing the connections made by individual monoamines. Nodes are classified as sensory, motor or interneurons and are
arranged along the three axes according to their degree. Hubs are located further out along the axes. (D) Connections between the wired &monoamine
rich-clubs. Aminergic rich-club neurons are represented as grey octagons. Members of the wired rich-club are shown as circles (RIBL but not RIBR is
included due to its higher synaptic degree). Dashed red lines are extrasynaptic links. Solid black lines are chemical or electrical synapses.

doi:10.1371/journal.pcbi.1005283.g005
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Table 3. Rich-club neurons of the aggregatemonoamine network. Number of neurons in each class are shown in parentheses next to the neuron ID.
The rich-club column shows the threshold regime to which each neuron belongs, thus 3σ indicatesΦnorm (k) >1+3 σ, where σ is the standard deviation of the
null model samples.

Neuron ID Degreekma Rich-clubΦnorm MA Receptors Type

CEP (4) 157 3σ DA dop-2, octr-1, tyra-3 Sensory

ADE (2) 157 3σ DA dop-2, octr-1, tyra-3 Sensory

PDE (2) 153 3σ DA dop-2 Sensory

RIM (2) 128 3σ TA ser-4,mod-1, dop-1 Motor

NSM (2) 96 3σ 5-HT ser-4, dop-3, ser-2, tyra-2 Pharynx

HSN (2) 92 1σ 5-HT lgc-53, lgc-55 Motor

doi:10.1371/journal.pcbi.1005283.t003

Fig 6. Neuropeptide networks. (A) Adjacency matrix showing the synaptic (magenta) and neuropeptide (green) networks. (B) Multilayer reducibility
dendrograms for individual neuropeptide networks. Layers close on the dendrogram have more overlapping edges and are more reducible. Branching
height gives the Jensen-Shannon distance between the layers. Wired and monoamine layers are italicized and indicated with green (MA), blue (gap
junction), or magenta (synaptic) boxes. (C) Multilayer expansion of wired, monoamine, and neuropeptide networks. Node positions are the same in all
layers.

doi:10.1371/journal.pcbi.1005283.g006
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that neuropeptide hubs are distinct from those in other layers (Fig 3C). Likewise, reducibility

analysis shows low overlap between the neuropeptide edges and those in the monoamine, syn-

aptic and gap junction layers (Fig 3A). Interestingly, some individual neuropeptide systems, in

particular CKR-2, overlap significantly with the networks of monoamine systems, while others,

including the neuropeptide F/Y receptors NPR-1/2/5/11, show little overlap with either the

wired or other extrasynaptic networks (Fig 6B).

Examining the network measures for the neuropeptide network reveal it to have some topo-

logical properties in common with the monoamine network, but also crucial differences. For

example, both networks have a shorter characteristic path length and lower modularity than

the wired networks (Fig 4C and 4D). On the other hand, the neuropeptide network has much

higher clustering than any other connectome layer (Fig 4E), and is significantly less disassorta-

tive (Fig 4B) than the monoamine network. In part, this is an expected consequence of the

large number of connections in the neuropeptide network; however, the observed clustering in

the neuropeptide network was significantly higher even than null models with the same edge

density. In addition, the neuropeptide network shows much higher reciprocity than the mono-

amine network (Fig 4F), with the individual neuropeptide systems generally lacking the star-

like topology characteristic of the monoamines (Fig 6C).

Modes of interaction between wired and extrasynaptic layers

Despite the distinct structures and topologies of the different neuronal connectome layers,

they are likely to interact in functionally significant ways. For example, although the wired and

monoamine rich-clubs do not overlap, there are significant links between them (Fig 5C). To

systematically identify neurons that have a role in linking all of the layers, neurons were first

ordered according to the product of their degree-rank across the synaptic, gap junction and

monoamine layers (Table 4). We observe that the highest ranking neurons, which have the

highest participation across all layers, include three from the monoamine rich-club (RIML,

RIMR, and ADEL) and two from the wired rich-club (RIBL and DVA). Indeed, the premotor

interneuron DVA is a receiver for serotonin, tyramine and (provisionally) dopamine signal-

ling, while the tyraminergic RIMs are highly connected to the premotor interneurons of the

wired rich-club. As one might expect from their topological role in linking the monoamine

and wired network layers, the RIMs have been shown in a number of studies to play a central

role in the modulation of sensory pathways in response to feeding states as well as the control

of downstream locomotion motor programs [41–43]. Similarly RIB, which expresses receptors

Table 4. Multilayer hub neurons for 3-layer connectomes. The normalized degree product (knorm) show-
ing the neurons with the highest degree rank across all of the layers. Rich-club neurons are indicated with ?

Neuron knorm ksyn kgap kma

RIMR? 0.236 34 14 128

RIBL? 0.207 29 30 14

RIBR 0.178 25 30 14

RIML? 0.171 28 12 128

RIS 0.119 27 16 14

ADEL? 0.073 31 4 157

VD01 0.070 14 16 16

DVA? 0.069 54 10 8

PVQR 0.069 22 10 16

AIBR 0.066 36 16 6

doi:10.1371/journal.pcbi.1005283.t004
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for serotonin and dopamine, is thought to integrate numerous sensory signals [44, 45] and has

been demonstrated to influence reorientation in foraging behaviour [46].

Multilink motif analysis provides another approach for investigating the interactions

between the synaptic, gap junction and monoamine layers [47]. Since each layer contains the

same set of nodes but a different pattern of edges, the frequencies with which different combi-

nations of links co-occur between pairs of nodes throughout the multiplex network can be

determined. Of the 20 possible multilink motifs, seven were found to be overrepresented and

four underrepresented compared to networks composed from randomized layers (Fig 7).

Many of these do not involve monoamines; for example, three overrepresented motifs–recip-

rocal chemical synapses (motif 3) and the co-occurrence of a gap junction with a single or

reciprocal chemical synapse (motifs 5 & 6)–have been reported in an earlier analysis of the

wired network [5]. These also align with results from the degree-degree correlation and reduc-

ibility (Fig 3A, 3B and 3C) indicating that synapses and gap junctions frequently overlap. This

is mirrored in the underrepresentation ofmotifs 2 & 4 corresponding to synapses or gap junc-

tions alone; conversely, the underrepresentation of these single link motifs leads to an overrep-

resentation of unlinked pairs (motif 1).

Although the overlap between monoamine and wired connectivity is low, multilink motif

analysis revealed a few overrepresented motifs involving monoamines. The most interesting

(and statistically significant) of these corresponds to a unidirectional monoamine link coinci-

dent with reciprocal synaptic connections (motif 10). The structure of this motif is well-suited

to provide positive or negative feedback in response to experience, suggesting that this may be

a functionally important aspect of monoamine activity within the wider network. Indeed, con-

nections of this type (Table 6) have been implicated in a number of C. elegans behaviours; for

example,motif 10 connections between ADF and AIY have been shown to be important for

the learning of pathogen avoidance [48] and connections between RIM and RMD are impor-

tant for the suppression of head movements during escape behaviour [49]. Putativemotif 10

connections between PDE and DVA are also thought to play a role in controlling neuropeptide

release [50].

Intriguingly, most examples ofmotif 10 (all except RIMR-RMDR) involve either serotonin

or dopamine as the monoamine transmitter. Indeed, when we considered the monoamine net-

works separately (e.g. Syn-Gap-DA or Syn-Gap-TA multilink),motif 10was overrepresented

for multilink containing either serotonin and dopamine (Fig 7C and 7D, S3 Fig), but not for

tyramine or octopamine (Fig 7E, S3 Fig). Interestingly, two different motifs were found to be

overrepresented in the 3-layer octopamine network (Fig 7E, S11 Table),motif 9 (a unidirec-

tional synaptic connection coincident with an octopamine connection in the opposite direction)

andmotif 11 (a unidirectional octopamine link coincident with a gap junction). (Presumably

these were not overrepresented in the aggregate network because the octopamine network is

much smaller than the networks for the other monoamines). These motifs might serve similar

functions tomotif 10 for dopamine and serotonin in providing feedback to modulate wired

connections.

Interestingly, although the neuropeptide network showed little structural overlap with the

monoamine network, its modes of interaction with the wired connectome showed striking

parallels. When the neuropeptide network was included in the multiplex participation analysis,

we observed that the RIM and DVA neurons continue to play central roles in linking the four

network layers (S12 Table). Likewise, multilink motif analysis, this time using the neuropep-

tide and wired layers, again identifiedmotif 10 (a unidirectional neuromodulatory connection

coincident with a reciprocal synaptic connection) as significantly overrepresented, further sup-

porting the notion that this motif plays a key role in extrasynaptic modulation of synaptic

computation (S3 Fig; S13 Table). Even more highly overrepresented relative to expectation
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Fig 7. Modes of interaction between connectome layers. Shown are overrepresented and underrepresented multilink motifs for 3-layer networks
consisting of synaptic, gap junction and monoamine (aggregate or individual MA) layers. (A) Multilink motif IDs. These correspond to all possible
configurations of links between two neurons allowing for: no connection of a given type (dotted line), directed extrasynaptic monoamine links (Ext,
represented as arrows on the top), bidirectional gap junctions (represented as bars in the middle) and synapses (represented as inverted arrowheads on
the bottom line). (B-C) Motif z-scores for aggregate monoamines (B), dopamine (C), serotonin (D) or octopamine (E) 3-layer multilink. Plots for tyramine
and dop-5/6-containing monoaminemultilink are in S3 Fig. Over-represented motifs are represented by red upward-pointing triangles. Under-
represented motifs are represented by blue downward-pointing triangles. Non-significant motifs are shown by black squares. Values for randomized null
model networks are shown as grey crosses. Asterisks report the significance level using the z-test, with Bonferroni-adjusted p-values: * indicates
p� 0.05; ** indicates p� 0.01; *** indicates p� 0.001; **** indicates p� 0.0001. Observed and expected multilink frequencies are in Table 5.
Examples of monoaminemotif 10 are listed in Table 6.

doi:10.1371/journal.pcbi.1005283.g007
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wasmotif 20, reciprocal neuropeptide and synaptic connections coincident with a gap junc-

tion. This motif was not overrepresented in the multilink analysis for monoamines, perhaps

because of the low reciprocity of the monoamine network. Interestingly, several of themotif 20

Table 6. Examples of monoaminemultilinkmotif 10. List of neurons connected bymotif 10 (i.e. unidirec-
tional MA link, no gap junctions, and reciprocal synapses). Examples involving unconfirmed (i.e. dop-5 or dop-
6-mediated) dopamine receptors are highlighted in grey.

Cell A Cell B

NSM (L/R) ! I6

ADFR ! ASHR

ADFR ! AWBR

ADEL ! IL2L

ADE (L/R) ! FLPL

ADER ! FLPR

ADFR ! AIYR

CEPDR ! RIS

RIMR ! RMDR

HSNL ! AIAL

HSNR ! AVJL

HSNR ! PVQR

CEP (DL/VL) ! OLLL

CEP (DR/VR) ! OLLR

ADEL ! BDUL

PDEL ! DVA

doi:10.1371/journal.pcbi.1005283.t006

Table 5. Monoamine Multilinks. Multilink motif frequencies for the monoamine, synaptic and gap junction
layers. Motif IDs correspond to those depicted in Fig 7.

Motif ID Frequency Expected Z-score

1 41298 40974 26.43

2 1543 1991 -29.46

3 178 52 18.61

4 351 491 -18.95

5 154 54 15.39

6 49 4 22.68

7 1703 1698 0.48

8 52 78 -4.56

9 39 35 0.77

10 14 2 8.05

11 8 12 -1.29

12 0 1 -0.85

13 0 0 -0.63

14 0 0 -0.14

15 49 50 -0.25

16 11 6 2.04

17 1 0 1.83

18 0 0 -0.48

19 1 0 5.66

20 0 0 NaN

doi:10.1371/journal.pcbi.1005283.t005
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multilink (S14 Table) are components of the RMG hub and spoke network, which has been

implicated in the control of various behaviours including locomotion, aggregation, and phero-

mone response [51, 52].

Discussion

This study has analysed the properties of an expanded C. elegans neuronal connectome, which

incorporates newly-compiled networks of extrasynaptic monoamine and neuropeptide signal-

ling. Analyses reveal that these extrasynaptic networks have structures distinct from the synaptic

network, and from one another. The monoamine network has a highly disassortative, star-like

topology, with a small number of high-degree broadcasting hubs interconnected to form a rich-

club core. The monoamine systems are thus well-suited to broadly coordinate global neural and

behavioural states across the connectome. Although the partial neuropeptide network we ana-

lyse is only a small sample of the complete network, it shows a different, highly clustered topol-

ogy with higher reciprocity, suggesting the importance of these neuropeptide systems in the

cohesion of the nervous system. While these extrasynaptic networks are separate and non-over-

lapping with the wired connectome, the hubs of both the wired and wireless networks are inter-

connected, with multilink motifs showing interaction between the systems at specific points in

the network. This suggests that the extrasynaptic networks function both independently–coor-

dinating for example through the monoamine rich-club–and in unison with the synaptic net-

work through multilayer hubs such as RIM and through overrepresented multilink motifs.

The low degree of overlap between the monoamine and synaptic networks occurs not only

because many neurons expressing monoamine receptors are not postsynaptic to aminergic

neurons, but also because many postsynaptic targets of aminergic neurons to not appear to

express monoamine receptors. Some of these synapses could be explained by cotransmission;

in particular, tyraminergic and serotonergic neurons also express either cholinergic or gluta-

minergic markers, and thus classical transmitters could be used in these wired synapses. How-

ever, the dopaminergic and octopaminergic neurons of C. elegans are not known to coexpress

any classical neurotransmitter. A second possibility is that these synapses could utilize synapti-

cally-released peptides as neurotransmitters. A third possibility is that the postsynaptic cells

might express either an unknown monoamine receptor, or a known one at levels too low to be

detected using existing reporters. Finally, it is possible that these putative synapses, which have

been identified on the basis of electron micrographs, are not really functional synapses. Fur-

ther work will be necessary to resolve this puzzling question.

The importance of extrasynaptic neuromodulation to the function of neural circuits is

clearly established, for example from work on crustacean stomatogastric circuits [13]. How-

ever, systematic attempts to map whole-organism connectomes have focused primarily on

chemical synapses, with even gap junctions being difficult to identify using high-throughput

electron microscopy approaches [53]. The incorporation of extrasynaptic neuromodulatory

interactions, inferred here from gene expression data, adds a large number of new links largely

non-overlapping with those of the wired connectome. Although the valence and strength of

these inferred neuromodulatory links are largely unknown (information also lacking for much

of the synaptic connectome), the monoamine and neuropeptide networks described here

nonetheless provide a far more complete picture of potential pathways of communication

between different parts of the C. elegans nervous system.

Topological properties of monoamine and neuropeptide networks

Although monoamine and neuropeptide signalling both occur extrasynaptically and act on

similar timescales, the monoamine and neuropeptide networks show distinct topologies,
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perhaps reflecting differences in biological function. As noted previously, the monoamine net-

work has a star-like architecture that is qualitatively different to the other network layers. This

structure is reflected in the network’s high disassortativity and in the low number of recurrent

connections. In addition, we observed that the monoamine network contains a rich-club of

highly interconnected high-degree releasing neurons, whose members are distinct from

(though linked to) the rich-club of the wired connectome. Together, this structure is well-

suited to the organisation of collective network dynamics, and is a useful feature given the role

of monoamines in signalling physiologically important states relevant to the entire organism,

such as food availability.

Despite enormous differences in scale, the monoamine systems of C. elegans and mammals

share a number of common properties suggestive of common network topology. As in C. elegans,

mammalian brains contain a relatively small number of monoamine-releasing neurons that proj-

ect widely to diverse brain regions; for example, in humans serotonin is produced by less than

100,000 cells in the raphe nuclei, or one millionth of all brain neurons [54]. Moreover, extrasy-

naptic volume transmission is thought to account for much, if not most, monoamine signalling

throughout the mammalian brain [55, 56]. Parallels between monoamine systems in C. elegans

and larger nervous systems are not exact; for example, in C. elegans, most if not all aminergic neu-

rons appear capable of long-distance signalling, whereas monoamines in larger nervous systems

can be restricted by glial diffusion barriers [57]. Nonetheless, mammalian monoamine-releasing

neurons, like their C. elegans counterparts, appear to function as high-degree broadcasting hubs

with functionally and spatially diverse targets [54]. Thus, understanding how such hubs act within

the context of the completely mapped wired circuitry of C. elegans, may provide useful insights

into the currently unknown structures of multilayer neuronal networks in larger animals.

Although the neuropeptide network has been only partially characterized, the partial net-

work analysed here suggests it may differ in important ways from the other connectome layers,

including the monoamine network. In particular, the neuropeptide layer shows strikingly high

clustering, even taking into account its high density of connections, and higher reciprocity

than the monoamine network. These properties suggest the neuropeptide networks are impor-

tant for cohesiveness within the nervous system. Multilink analysis also identified differences

between the extrasynaptic monoamine and neuropeptide networks. In both cases, a unidirec-

tional extrasynaptic connection coincident with a reciprocal synaptic connection (motif 10)

was overrepresented in the multiplex connectome. This motif is well-suited to provide feed-

back between linked nodes, and occurs in several microcircuits implicated in learning and

memory. For neuropeptides, a second multilink motif, involving reciprocal neuromodulatory

and synaptic connections coincident with a gap junction (motif 20) was even more highly over-

represented. This motif occurs in several places in the RMG-centred hub-and-spoke circuit

that plays a key role in control of aggregation and arousal. As more neuropeptide systems

become characterized, it is reasonable to expect additional examples of this motif will be iden-

tified; these may likewise have important computational roles in key neural circuits.

A prototype for multiplex network analysis

While network theory has occasionally provided novel insights in C. elegans biology, more

often the C. elegans wired connectome has provided a useful test-bed for validating new net-

work theoretical concepts or their application to larger mammalian brains [10]. In recent

years, multilayer complex systems have become an area of intense focus within network sci-

ence, with a large number of papers dedicated to extending classical network metrics to the

multilayer case and to developing new frameworks to understand the dynamical properties of

multilayer systems [58].
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By definition, multilayer networks contain much more information than simple monoplex

networks, leading to significant data-collection challenges. In social networks, for example,

large monoplex datasets have been collected describing various types of interactions between

people, but these are typically disparate datasets based on different populations. Multiplex

datasets combining various edge types into a number of layers are often restricted in size (the

number of nodes for which data are collected) or in the choice of edges it is possible to con-

sider (interaction types constrained by data availability) [58].

The multiplex connectome of C. elegans has the potential to emerge as a gold standard in

the study of multilayer networks, much like the wired C. elegans connectome has for the study

of simple monoplex networks over the last 15 years. The synaptic, gap junction, and mono-

amine layers already represent a relatively reliable and complete mapping of three distinct con-

nection types. The lack of degree-degree correlation between some of these layers suggests that

they are not just different facets of one true underlying network (such that each edge is essen-

tially duplicated across all layers). Rather, it suggests that the wired and wireless layers provide

distinct channels of communication with differing functional roles. We therefore expect wired

and wireless connections to be coupled in functionally relevant 3-node and 4-node motif

structures [59, 60], such as (for example) monoamine-based feedback loops or monoamine-

regulated wired interactions. The different time-scales on which each of the layers operates are

also likely to allow the emergence of interesting dynamical phenomena. Finally, the large num-

ber of distinct extrasynaptic interactions offers the scope for a more refined dataset, each

aligned to the same complete set of 302 nodes.

Prospects for complete mapping of multilayer connectomes

How feasible is it to obtain a complete multiplex neuronal connectome? Although the neuro-

peptide network described here represents only a sample of the total network, the monoamine

network already represents a reasonable draft of a complete monoamine connectome. Since

expression patterns for amine receptors have been based on reporter coexpression with well-

characterized markers, the rate of false positives (i.e. neurons falsely identified as monoamine

receptor expressing) is probably very low. In contrast, the false-negative rate (monoamine

receptor-expressing cells not included in the network) is almost certainly somewhat higher. In

some cases (e.g. dop-4 and dop-3 in ASH [27, 61]), reporter transgenes appear to underreport

full functional expression domains; in others (e.g. ser-5) only a subset of cells expressing a par-

ticular reporter have been identified [62]. With recently developed marker strains [60, 63], it

should be possible to revisit cell identification and fill in at least some of these missing gaps. In

addition, other monoamines (e.g. melatonin [64]) might function as neuromodulators in C.

elegans, and some of the currently uncharacterized orphan receptors in the worm genome [19]

might respond to monoamines. Potentially, some of these receptors might be expressed in

postsynaptic targets of aminergic neurons (in particular, those of dopaminergic and octopami-

nergic neurons, which are not known to express classical neurotransmitters). However, the

existence of additional monoamine receptor-expressing cells also means that non-synaptic

edges are almost certainly undercounted in the network. Thus, the high degree of monoamine

releasing hubs–and their importance for intraneuronal signalling outside the wired connec-

tome–is if anything understated by the current findings.

In the future, it should be possible to expand the scope of the multilayer connectome to

gain a more complete picture of intraneuronal functional connectivity. Obtaining extrasynap-

tic connectomes for larger brains, especially those of mammals, will likely be vastly more com-

plicated than for C. elegans, due not only to the increase in size, but also the existence of

additional structural and dynamical properties, such as glial barriers, cellular swelling, and

The Multilayer Connectome ofCaenorhabditis elegans

PLOSComputational Biology | DOI:10.1371/journal.pcbi.1005283 December 16, 2016 19 / 31



arterial pulsations, all of which dynamically alter extracellular diffusion [65, 66]. In contrast,

reanalysis of reporters for monoamine receptors using recently developed reference strains [60,

63] could provide a largely complete monoamine signalling network for C. elegans. A greater

challenge would be to obtain a complete neuropeptide network; this would require comprehen-

sive de-orphanization of neuropeptide GPCRs as well as expression patterns for hundreds of

receptor and peptide genes. Additional layers of neuronal connectivity also remain unmapped,

such as extrasynaptic signalling by insulin-like peptides, purines, and classical neurotransmit-

ters such as acetylcholine and GABA [67–69]. Obtaining this information, while difficult, is

uniquely feasible in C. elegans given the small size and precise cellular characterisation of its ner-

vous system. Such a comprehensive multilayer connectome could serve as a prototype for

understanding how different modes of signalling interact in the context of neuronal circuitry.

Materials & Methods

Synaptic & gap junction networks

The synaptic and gap junction networks used in this work were based on the full hermaphro-

dite C. elegans connectome, containing all 302 neurons. This network was composed from the

somatic connectome of White et al [2], updated and released by the Chklovskii lab [5, 70]; and

the pharyngeal network of Albertson and Thomson [3], made available by the Cybernetic Cae-

norhabditis elegans Program (CCeP) (http://ims.dse.ibaraki.ac.jp/ccep/) [71]. The functional

classifications referred to in the text (i.e. sensory neuron, interneuron, motorneuron) are based

on the classification scheme used inWormAtlas [72]. The gap junction network was modelled

as an undirected network with bidirectional electrical synapses; note however that some gap

junctions might be rectifying and thus exhibit directionality.

Monoamine network construction

To map the aminergic signalling networks of C. elegans, a literature search was first performed

to identify genes known to be receptors, transporters or synthetic enzymes of monoamines. A

further search was performed to collect cell-level expression data for the monoamine associ-

ated genes identified in the previous step. This search was assisted with the curated expression

databases of WormBase (Version: WS248; http://www.wormbase.org/) [73] andWormWeb

(Version date: 2014-11-16)[74]. A summary of these data is in Supplemental S1–S7 Tables.

Neurons expressing multiple receptors for a single monoamine receive a single edge from each

sending neuron. Reciprocal connections between nodes are considered as two separate unidi-

rectional connections. Edge lists for individual network are provided in S1 Dataset.

Neuropeptide network construction

The neuropeptide network was constructed from published expression data for peptides and

receptors, using an approach similar to that used for the monoamines. Only those systems were

included for which sufficient expression and ligand-receptor interaction data existed in the liter-

ature, with interactions being limited to those with biologically plausible peptide-receptor EC50

values (Supplemental S8–S10 Tables). In total, 15 neuropeptides and 12 receptors were matched

and included in the network. Networks were classified by receptor, allowing a many-to-many

relationship between neuropeptides and receptors.

Neuron identification & microscopy

The expression patterns of the dopamine receptors were determined using the reporter strains

DA1646 lin-15B & lin-15A(n765) X; adEx1646 [lin-15(+) T02E9.3(dop-5)::GFP], BC13771 dpy-
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5(e907) I; sEX13771 [rCesC24A8.1(dop-6)::GFP+ pCeh361], and FQ78 wzIs26 [lgc-53::gfp; lin-

15(+)];lin-15B& lin-15A(n765) (kindly provided by Niels Ringstad).

The neurons expressing the receptors were identified based on the position and shape of

the cell bodies and in most cases co-labelling with other markers. The reporter strains were all

crossed with the cholinergic reporter [60] OH13646 pha-1(e2123) III; him-5(e1490) V; otIs544

[cho-1(fosmid)::SL2::mCherry::H2B + pha-1(+)] and the glutamatergic reporter [63]OH13645

pha-1(e2123) III; him-5(e1490) V; otIs518 [eat-4(fosmid)::SL2::mCherry::H2B + pha-1(+)] (both

kindly provided by Oliver Hobert), and dye-filled with DiI using standard procedures. Strains

were also crossed to AQ3072 ljEx540[cat-1::mcherry] and PT2351 him-5(e1490) V; myEx741

[pdfr-1(3kb)::NLS::RFP + unc-122::GFP], which label cells expressing the vesicular monoamine

transporter and the PDFR-1 receptor, respectively. When ambiguous, reporter strains were

crossed with additional strains, as listed below.

Reporter expression in individual neurons was confirmed with the following crosses:

For dop-5:

AIM and ADF were confirmed based on coexpression with cat-1. URX, PVC, RIF, RIB,

AIY, M5, and DVA were identified based on position and coexpression with cho-1[60]. MI,

DVC, ASE (previously identified in [75]) and ADA were confirmed based on position and

coexpression with eat-4 [63]. ASI, PHA and PHB were confirmed based on costaining with

DiI. PVT, RMG and BDU were identified based on cell body position and shape alone.

For dop-6:

RIH and ADF were confirmed based on coexpression with cat-1[24]. ASI and PHA were

confirmed based on costaining with DiI. AQ3499 ljEx805 [sra-6::mcherry + PRF4]was used to

confirm expression in PVQ. AQ3682 ljEx921[flp-8::mcherry+ unc-122::gfp]was used to con-

firm expression in URX and AUA. IL2, RIB, RMD and URA were identified based on position

and coexpression with cho-1. AVF was identified based on position and failure to coexpress

eat-4 and cho-1. RID was identified based on position relative to URX and morphology.

For lgc-53:

AIM was confirmed based on coexpression of cat-1. AVF was confirmed based on coexpres-

sion with pdfr-1 and failure to coexpress eat-4 and cho-1. URY was confirmed based on position,

coexpression with eat-4, and lack of coexpression with ocr-4. AQ3526 ljEx822 [klp-6::mcherry +

pRF4]was used to confirm IL2 expression. AQ3535 ljEx828 [unc-4::mcherry + pRF4]was used

to confirm VA expression. FLP was confirmed based on position, morphology, and coexpres-

sion with eat-4. HSN, CAN and PVD expression were identified based on position and

morphology.

Microscopy

Strains were examined using a Zeiss Axioskop. Images were taken using a Zeiss LSM780 con-

focal microscope. Worms were immobilized on 3% agarose pads with 2.5mM levamisole.

Image stacks were acquired with the Zen 2010 software and processed with Image J.

Topological network measures

Edge counts, adjacency matrices and reducibility clusters were all computed using binary

directed versions of the networks. The same networks, excluding self-connections (i.e. setting

all diagonal elements to 0), were used to compute all other measures.

Network measures are compared to 100 null model networks (shown in the boxplots) gen-

erated using the degree-preserving edge swap procedure. This is performed by selecting a pair

of edges (A!B) (C!D) and swapping them to give (A!D)(C!B). If the resulting edges

already exist in the network, another pair of edges is selected instead. Each edge was swapped
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10 times to ensure full randomisation. To compute the multilink motif z-scores, the null

model was constructed by randomizing each layer independently.

To identify neurons with high-participation in all of the network layers, the normalized

degree-rank product was used. This is computed by ranking neurons in each network layer by

their degree in descending order, and scaling to the range [0, 1]. The product is then taken of

the ranked degrees in each layer. Thus, if a neuron had the highest degree in each of the net-

work layers, it would have a degree product of 1.

Clustering coefficient

The measure of clustering described here is the global clustering, also known as transitivity,

given in [76–78], which measures the ratio of triangles to triples (where a triple is a single node

with edges running to an unordered pair of others, and a triangle is a fully-connected triple).

For a directed network, this is equivalent to:

T ¼

P

i2Nti
P

i2N ½ðk
out
i þ kini Þðk

out
i þ kini � 1Þ � 2

P

j2NAijAji�

where A is the adjacency matrix, N is the number of nodes, kout and kin are the out-degree and

in-degree, and ti is the number of triangles around a node:

ti ¼
1

2

X

j;h2N

ðAij þ AjiÞ ðAih þ AhiÞðAjh þ AhjÞ

Characteristic path length

To obtain the characteristic path length of a network, the geodesic (i.e. minimum) distance, d,

between each pair of nodes i, j, is first computed:

dij ¼
X

Auv2gði;jÞ

Auv

where g(i,j) returns the geodesic path between nodes i and j. The characteristic path length is

then given:

L ¼
1

n

X

i2N

P

j2N;i6¼jdij

n� 1

Modularity

The modularity Q is determined by first subdividing the network into non-overlapping mod-

ules c to maximise within-module connectivity and minimise between-module connectivity

[79]. The modularity then gives the proportion of edges that connect to nodes within the same

module:

Q ¼
1

M

X

i;j2N

Aij �
kini k

out
j

M

� �

d ci; cj

� �

where ci, cj are the modules respectively containing nodes i, j;M is the number of edges, and δ
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is the Kronecker delta function:

dðx; yÞ ¼
1 if x ¼ y

0 if x 6¼ y

(

Assortativity

The assortativity of a network is the correlation between the degrees of nodes on either side of

a link. This is given by Newman [80] as:

R ¼
M�1

P

ij2Ek
out
i kinj � M�1

P

ij2E
1

2
ðkouti þ kinj Þ

h i2

M�1
P

ij2E
1

2
½ðkouti Þ

2
þ ðkinj Þ

2
�

� �

� M�1
P

ij2E
1

2
ðkouti þ kinj Þ

h i2

Reducibility

Structural reducibility measures the uniqueness of layers by comparing the relative Von Neu-

mann entropies. The larger the relative entropy, the more distinguishable the layer. Formally,

the Von Neumann entropy for a layer is given:

H ¼ �
X

N

i

l
½a�

i log2l
½a�

i

where l½a�

i are the eigenvalues of the Laplacian matrix associated to layer A[α]. To visualise layer

similarity, hierarchical clustering was performed using the Jensen-Shannon distance [28] and

the Ward hierarchical clustering method [81].

Reciprocity

Reciprocity is the fraction of reciprocal edges in the network:

r ¼
jE$j

M

whereM is the number of edges, and |E$| is the number of reciprocal edges:

jE$j ¼
X

i6¼j

AijAji

Rich-club coefficient

The rich-club phenomenon is the tendency for high-degree nodes in a network to form

highly-interconnected communities [40, 82]. Such communities can be identified by creating

subnetworks for each degree level k, where nodes with a degree� k are removed, and comput-

ing the rich-club coefficient F(k) for each subnetwork. This is the ratio of remaining connec-

tionsMk to the maximum possible number of connections. For a directed network with no

self-connections, where Nk is the number of remaining nodes, this is given by:

F kð Þ ¼
Mk

NkðNk � 1Þ

Thus, a fully-connected subnetwork at a given degree k has a rich-club coefficient F(k) = 1.

To normalise the rich-club coefficient, we computed the average values for 100 random
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networks hFrandom(k)i:

Fnorm kð Þ ¼
FðkÞ

hFrandomðkÞi

We used the same threshold previously used in determining the wired rich-club of C. ele-

gans [11], defining a rich-club to exist where Fnorm(k)� 1 + 1σ, where σ is the Standard Devia-

tion of Frandom(k).

Multilink motifs

Multilink motif analysis considers the full range of possible link combinations that can exist

between any two nodes across all layers of a network, and is based on the concept of multilink

as described in [47, 83, 84]. Due to the conceptual and structural similarity between mono-

amine layers (see reducibility), we limited our analysis to three layers: synaptic, gap junction,

and monoamine (see SI for neuropeptides), giving a total of 20 possible multilink motifs.

Instances of each motif were recorded by simultaneously traversing the three network layers.

This was also conducted for 100 randomized three-layer networks, generated by rewiring each

of the real networks individually using the same randomisation procedure described above.

These random networks were used to calculate motif z-scores and p-values for the actual

network.

Software

Network measures were computed in MATLAB (v8.5, The MathWorks Inc., Natick, MA)

using the Brain Connectivity Toolbox [77] and MATLAB/Octave Networks Toolbox [85].

Reducibility analysis, clustering, and multilayer plots were computed in MuxViz [86]. Reduc-

ibility is based on the algorithm described in [28], and layer similarity was visualized using the

Ward hierarchical clustering method [81]. Hive plots were generated using the custom hive-

plotter function written in Python (Python Software Foundation. Python Language Reference,

v3.5). 3-node network motifs were computed using FANMOD [87]. Additional network visu-

alisations were created using Cytoscape [88] and Dia (https://wiki.gnome.org/Apps/Dia/).

Supporting Information

S1 Fig. Topological properties of additional C. elegans extrasynaptic networks. (A) Multi-

layer expansion of monoamine subnetworks using the larger (dop-5/6-containing) dopamine

network. Node positions are the same in all layers. (B-F) Comparison of network metrics for

the dopamine (DA, with/without dop-5/6), serotonin (5-HT), tyramine (TA), octopamine

(OA) or aggregate monoamine including dop-5/6 networks. Plots show the observed values

(filled squares) and expected values for 100 rewired networks preserving degree distribution

(boxplots).

(TIFF)

S2 Fig. Three-neuron motif analysis for monoamine networks. Directed 3-node motifs for

the monoamine networks, showing all 13 possible combinations with no unconnected nodes.

Z-scores show the level of over- or under- representation for each motif, and were computed

relative to a sample of a 100 random networks generated using the degree-persevering rando-

misation procedure with 10 swaps per edge. Motif enumeration was performed using the

FANMOD algorithm (see Methods).

(TIFF)
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S3 Fig. Additional multilink analysis. Shown are overrepresented and underrepresented

multilink motifs for 3-layer networks consisting of synaptic, gap junction and indicate extrasy-

naptic layers. (A) Multilink motif IDs. These correspond to all possible configurations of links

between two neurons allowing for: no connection of a given type (dotted line), directed extra-

synaptic monoamine links (Ext, represented as arrows on the top), bidirectional gap junctions

(represented as bars in the middle) and synapses (represented as inverted arrowheads on the

bottom line). (B-E) Motif z-scores for aggregate monoamines including dop-5/6 (B), neuro-

peptide (C), dopamine including dop-5/6, (D) or tyramine (E) 3-layer multilink. Over-repre-

sented motifs are represented by red upward-pointing triangles. Under-represented motifs are

represented by blue downward-pointing triangles. Non-significant motifs are shown by black

squares. Values for randomized null model networks are shown as grey crosses. Asterisks

report the significance level using the z-test, with Bonferroni-adjusted p-values: � indicates

p� 0.05; �� indicates p� 0.01; ��� indicates p� 0.001; ���� indicates p� 0.0001. Observed

and expected multilink frequencies are in Table 5. Examples of monoaminemotif 10 are listed

in Table 6.

(TIFF)

S1 Dataset. Included are edge lists for monoamine and neuropeptide networks

(ZIP)

S1 Table. Serotonin (5-HT) expressing cells. Cells with weak or conditional expression (not

included in the network) are marked †

(DOCX)

S2 Table. Dopamine (DA) expressing cells

(DOCX)

S3 Table. Octopamine (OA) & tyramine (TA) expressing cells. ?RIC is excluded from the

TA network due to co-expression of tbh-1 which converts TA to OA

(DOCX)

S4 Table. Serotonin (5-HT) receptor expression patterns

(DOCX)

S5 Table. Octopamine (OA) receptor expression patterns

(DOCX)

S6 Table. Dopamine (DA) receptor expression patterns

(DOCX)

S7 Table. Tyramine (TA) receptor expression patterns

(DOCX)

S8 Table. Neuropeptide expression patterns

(DOCX)

S9 Table. Neuropeptide receptor expression patterns

(DOCX)

S10 Table. Neuropeptide receptor-ligand binding. ?No EC50 value reported for NPR- 11/

NLP-1; strong biological activity seen in the micromolar range

(DOCX)

S11 Table. Examples of octopamine multilinkmotifs 9 and 11. List of neurons connected by

motif 9 (i.e. unidirectional OA link and synapse in reverse direction) ormotif 11 (shaded,
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unidirectional OA link coincident with gap junction)

(DOCX)

S12 Table. 4-layer (syn, gap, MA, NP) normalized degree product

(DOCX)

S13 Table. Multilink motif frequencies for the neuropeptide, synaptic and gap junction

layers.Motif IDs correspond to those depicted in Figs 7 & S3.

(DOCX)

S14 Table. Examples of neuropeptide multilinkmotif 20. List of neurons connected bymotif

20 (i.e. reciprocal NP link, gap junction, and reciprocal synapses)

(DOCX)

S1 References. References for Supplemental Tables

(DOCX)

Acknowledgments

We thank Oliver Hobert, Niels Ringstad, and the Caenorhabditis Genetics Center for strains,

and Isabel Beets for advice on the neuropeptide network.

Author Contributions

Conceptualization:WRS PEV ETB BB.

Data curation: BB CLB.

Formal analysis: BB CLB PEV.

Funding acquisition:WRS ETB.

Investigation: RB YLC EY BB.

Methodology: BB PEV CLB RB.

Project administration:WRS PEV.

Resources: RB.

Software: BB CLB.

Supervision:WRS PEV ETB.

Validation: BB CLB EY.

Visualization: BBWRS CLB.

Writing – original draft: BBWRS.

Writing – review & editing: RB PEV ETB YLC.

References
1. Bullmore E, Sporns O. Complex brain networks: graph theoretical analysis of structural and functional

systems. Nature reviews Neuroscience. 2009; 10(3):186–98. Epub 2009/02/05. doi: 10.1038/nrn2575
PMID: 19190637

2. White J, Southgate E, Thomson J, Brenner S. The structure of the nervous system of the nematode
Caenorhabditis elegans Phil Trans R Soc Lond (Biol). 1986; 314:1–340.

The Multilayer Connectome ofCaenorhabditis elegans

PLOSComputational Biology | DOI:10.1371/journal.pcbi.1005283 December 16, 2016 26 / 31

http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1005283.s016
http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1005283.s017
http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1005283.s018
http://journals.plos.org/ploscompbiol/article/asset?unique&id=info:doi/10.1371/journal.pcbi.1005283.s019
http://dx.doi.org/10.1038/nrn2575
http://www.ncbi.nlm.nih.gov/pubmed/19190637


3. Albertson DG, Thomson JN. The pharynx ofCaenorhabditis elegans. Philos Trans R Soc Lond B Biol
Sci. 1976; 275:299–325. PMID: 8805

4. StamCJ, Reijneveld JC. Graph theoretical analysis of complex networks in the brain. Nonlinear Biomed
Phys. 2007; 1(1):3. Epub 2007/10/03. PubMed Central PMCID: PMC1976403. doi: 10.1186/1753-
4631-1-3 PMID: 17908336

5. Varshney LR, Chen BL, Paniagua E, Hall DH, Chklovskii DB. Structural properties of the Caenorhabdi-
tis elegans neuronal network. PLoS computational biology. 2011; 7(2):e1001066. Epub 2011/02/10.
PubMed Central PMCID: PMC3033362. doi: 10.1371/journal.pcbi.1001066 PMID: 21304930

6. Watts DJ, Strogatz SH. Collective dynamics of ’small-world’ networks. Nature. 1998; 393(6684):440–2.
Epub 1998/06/12. doi: 10.1038/30918 PMID: 9623998

7. Humphries MD, Gurney K. Network ’small-world-ness’: a quantitative method for determining canonical
network equivalence. PloS one. 2008; 3(4):e0002051. Epub 2008/05/01. PubMed Central PMCID:
PMC2323569. doi: 10.1371/journal.pone.0002051 PMID: 18446219

8. Barabasi AL, Albert R. Emergence of scaling in random networks. Science. 1999; 286(5439):509–12.
Epub 1999/10/16. PMID: 10521342

9. Bullmore E, Sporns O. The economy of brain network organization. Nature reviews Neuroscience.
2012; 13(5):336–49. Epub 2012/04/14. doi: 10.1038/nrn3214 PMID: 22498897

10. Vertes PE, Bullmore ET. Annual research review: Growth connectomics—the organization and reorga-
nization of brain networks during normal and abnormal development. Journal of child psychology and
psychiatry, and allied disciplines. 2015; 56(3):299–320. Epub 2014/12/03. PubMed Central PMCID:
PMC4359009. doi: 10.1111/jcpp.12365 PMID: 25441756

11. Towlson EK, Vertes PE, Ahnert SE, SchaferWR, Bullmore ET. The rich club of the C. elegans neuronal
connectome. The Journal of neuroscience: the official journal of the Society for Neuroscience. 2013; 33
(15):6380–7. Epub 2013/04/12.

12. Bargmann CI. Beyond the connectome: how neuromodulators shape neural circuits. BioEssays: news
and reviews in molecular, cellular and developmental biology. 2012; 34(6):458–65. Epub 2012/03/08.

13. Marder E. Neuromodulation of neuronal circuits: back to the future. Neuron. 2012; 76(1):1–11. Epub
2012/10/09. PubMed Central PMCID: PMC3482119. doi: 10.1016/j.neuron.2012.09.010 PMID:
23040802

14. Brezina V. Beyond the wiring diagram: signalling through complex neuromodulator networks. Philo-
sophical transactions of the Royal Society of London Series B, Biological sciences. 2010; 365
(1551):2363–74. Epub 2010/07/07. PubMed Central PMCID: PMC2894954. doi: 10.1098/rstb.2010.
0105 PMID: 20603357

15. Walker RJ, Brooks HL, Holden-Dye L. Evolution and overview of classical transmitter molecules and
their receptors. Parasitology. 1996; 113 Suppl:S3–33. Epub 1996/01/01.

16. Chase DL, Koelle MR. Biogenic amine neurotransmitters in C. elegans. WormBook: the online review
of C elegans biology. 2007:1–15. Epub 2007/12/01.

17. Lin Z, Canales JJ, Bjorgvinsson T, Thomsen M, Qu H, Liu QR, et al. Monoamine transporters: vulnera-
ble and vital doorkeepers. Prog Mol Biol Transl Sci. 2011; 98:1–46. Epub 2011/01/05. 21199769;
PubMed Central PMCID: PMC3321928. doi: 10.1016/B978-0-12-385506-0.00001-6 PMID: 21199769

18. Li C, Kim K. Neuropeptides. WormBook: the online review of C elegans biology. 2008:1–36. Epub
2008/09/27. PubMed Central PMCID: PMC2749236.

19. Hobert O. The neuronal genome of Caenorhabditis elegans. WormBook: the online review of C elegans
biology. 2013:1–106. Epub 2013/10/02.

20. Ringstad N, Abe N, Horvitz HR. Ligand-gated chloride channels are receptors for biogenic amines in C.
elegans. Science. 2009; 325(5936):96–100. Epub 2009/07/04. PubMed Central PMCID: PMC2963310.
doi: 10.1126/science.1169243 PMID: 19574391

21. Chase DL, Koelle MR. Genetic analysis of RGS protein function in Caenorhabditis elegans. Methods in
enzymology. 2004; 389:305–20. Epub 2004/08/18. doi: 10.1016/S0076-6879(04)89018-9 PMID:
15313573

22. Gurel G, Gustafson MA, Pepper JS, Horvitz HR, Koelle MR. Receptors and other signaling proteins
required for serotonin control of locomotion in Caenorhabditis elegans. Genetics. 2012; 192(4):1359–
71. Epub 2012/10/02. PubMed Central PMCID: PMC3512144. doi: 10.1534/genetics.112.142125
PMID: 23023001

23. Jafari G, Xie Y, Kullyev A, Liang B, Sze JY. Regulation of extrasynaptic 5-HT by serotonin reuptake
transporter function in 5-HT-absorbing neurons underscores adaptation behavior in Caenorhabditis ele-
gans. The Journal of neuroscience: the official journal of the Society for Neuroscience. 2011; 31
(24):8948–57. Epub 2011/06/17. PubMed Central PMCID: PMC3153855.

The Multilayer Connectome ofCaenorhabditis elegans

PLOSComputational Biology | DOI:10.1371/journal.pcbi.1005283 December 16, 2016 27 / 31

http://www.ncbi.nlm.nih.gov/pubmed/8805
http://dx.doi.org/10.1186/1753-4631-1-3
http://dx.doi.org/10.1186/1753-4631-1-3
http://www.ncbi.nlm.nih.gov/pubmed/17908336
http://dx.doi.org/10.1371/journal.pcbi.1001066
http://www.ncbi.nlm.nih.gov/pubmed/21304930
http://dx.doi.org/10.1038/30918
http://www.ncbi.nlm.nih.gov/pubmed/9623998
http://dx.doi.org/10.1371/journal.pone.0002051
http://www.ncbi.nlm.nih.gov/pubmed/18446219
http://www.ncbi.nlm.nih.gov/pubmed/10521342
http://dx.doi.org/10.1038/nrn3214
http://www.ncbi.nlm.nih.gov/pubmed/22498897
http://dx.doi.org/10.1111/jcpp.12365
http://www.ncbi.nlm.nih.gov/pubmed/25441756
http://dx.doi.org/10.1016/j.neuron.2012.09.010
http://www.ncbi.nlm.nih.gov/pubmed/23040802
http://dx.doi.org/10.1098/rstb.2010.0105
http://dx.doi.org/10.1098/rstb.2010.0105
http://www.ncbi.nlm.nih.gov/pubmed/20603357
http://dx.doi.org/10.1016/B978-0-12-385506-0.00001-6
http://www.ncbi.nlm.nih.gov/pubmed/21199769
http://dx.doi.org/10.1126/science.1169243
http://www.ncbi.nlm.nih.gov/pubmed/19574391
http://dx.doi.org/10.1016/S0076-6879(04)89018-9
http://www.ncbi.nlm.nih.gov/pubmed/15313573
http://dx.doi.org/10.1534/genetics.112.142125
http://www.ncbi.nlm.nih.gov/pubmed/23023001


24. Duerr JS, Frisby DL, Gaskin J, Duke A, Asermely K, Huddleston D, et al. The cat-1 gene ofCaenorhab-
ditis elegans encodes a vesicular monoamine transporter required for specific monoamine-dependent
behaviors. J Neurosci. 1999; 19:72–84. PMID: 9870940

25. Pocock R, Hobert O. Hypoxia activates a latent circuit for processing gustatory information in C. ele-
gans. Nature neuroscience. 2010; 13(5):610–4. Epub 2010/04/20. PubMed Central PMCID:
PMC3733994. doi: 10.1038/nn.2537 PMID: 20400959

26. Nicosia V, Latora V. Measuring and modeling correlations in multiplex networks. Physical review E, Sta-
tistical, nonlinear, and soft matter physics. 2015; 92(3):032805. Epub 2015/10/16. doi: 10.1103/
PhysRevE.92.032805 PMID: 26465526

27. Ezcurra M, Tanizawa Y, Swoboda P, Schafer WR. Food sensitizes C. elegans avoidance behaviours
through acute dopamine signalling. The EMBO journal. 2011; 30(6):1110–22. Epub 2011/02/10.
PubMed Central PMCID: PMC3061029. doi: 10.1038/emboj.2011.22 PMID: 21304491

28. De Domenico M, Nicosia V, Arenas A, Latora V. Structural reducibility of multilayer networks. Nature
communications. 2015; 6:6864. Epub 2015/04/24. doi: 10.1038/ncomms7864 PMID: 25904309

29. Sorrentino F, di BernardoM, Cuellar GH, Boccaletti S. Synchronization in weighted scale-free networks
with degree-degree correlation. Physica D-Nonlinear Phenomena. 2006; 224(1–2):123–9.

30. Perc M, Gomez-Gardenes J, Szolnoki A, Floria LM, Moreno Y. Evolutionary dynamics of group interac-
tions on structured populations: a review. Journal of the Royal Society Interface. 2013; 10(80). Artn
20120997.

31. Wang S, Szalay MS, Zhang C, Csermely P. Learning and innovative elements of strategy adoption
rules expand cooperative network topologies. PloS one. 2008; 3(4):e1917. Epub 2008/04/10. PubMed
Central PMCID: PMC2275790. doi: 10.1371/journal.pone.0001917 PMID: 18398453

32. NewmanME. Modularity and community structure in networks. Proceedings of the National Academy
of Sciences of the United States of America. 2006; 103(23):8577–82. Epub 2006/05/26. PubMed Cen-
tral PMCID: PMC1482622. doi: 10.1073/pnas.0601602103 PMID: 16723398

33. Sporns O. Network attributes for segregation and integration in the human brain. Current opinion in neu-
robiology. 2013; 23(2):162–71. Epub 2013/01/09. doi: 10.1016/j.conb.2012.11.015 PMID: 23294553

34. Li Z, Li Y, Yi Y, HuangW, Yang S, NiuW, et al. Dissecting a central flip-flop circuit that integrates contra-
dictory sensory cues in C. elegans feeding regulation. Nature communications. 2012; 3:776. Epub
2012/04/12. doi: 10.1038/ncomms1780 PMID: 22491324

35. Chase DL, Pepper JS, Koelle MR. Mechanism of extrasynaptic dopamine signaling in Caenorhabditis
elegans. Nature neuroscience. 2004; 7(10):1096–103. Epub 2004/09/21. doi: 10.1038/nn1316 PMID:
15378064

36. van den Heuvel MP, Sporns O. Rich-club organization of the human connectome. The Journal of neuro-
science: the official journal of the Society for Neuroscience. 2011; 31(44):15775–86. Epub 2011/11/04.

37. Harriger L, van den Heuvel MP, Sporns O. Rich club organization of macaque cerebral cortex and its
role in network communication. PloS one. 2012; 7(9):e46497. Epub 2012/10/03. PubMed Central
PMCID: PMC3460908. doi: 10.1371/journal.pone.0046497 PMID: 23029538

38. de Reus MA, van den Heuvel MP. Rich club organization and intermodule communication in the cat
connectome. The Journal of neuroscience: the official journal of the Society for Neuroscience. 2013; 33
(32):12929–39. Epub 2013/08/09.

39. Shih CT, Sporns O, Yuan SL, Su TS, Lin YJ, Chuang CC, et al. Connectomics-based analysis of infor-
mation flow in the Drosophila brain. Current biology: CB. 2015; 25(10):1249–58. Epub 2015/04/14. doi:
10.1016/j.cub.2015.03.021 PMID: 25866397

40. Colizza V, Flammini A, SerranoMA, Vespignani A. Detecting rich-club ordering in complex networks.
Nature Physics. 2006; 2(2):110–5.

41. Donnelly JL, Clark CM, Leifer AM, Pirri JK, Haburcak M, Francis MM, et al. Monoaminergic orchestra-
tion of motor programs in a complex C. elegans behavior. PLoS biology. 2013; 11(4):e1001529. Epub
2013/04/09. PubMed Central PMCID: PMC3614513. doi: 10.1371/journal.pbio.1001529 PMID:
23565061

42. Piggott BJ, Liu J, Feng Z, Wescott SA, Xu XZ. The neural circuits and synaptic mechanisms underlying
motor initiation in C. elegans. Cell. 2011; 147(4):922–33. Epub 2011/11/15. PubMed Central PMCID:
PMC3233480. doi: 10.1016/j.cell.2011.08.053 PMID: 22078887

43. Wragg RT, Hapiak V, Miller SB, Harris GP, Gray J, Komuniecki PR, et al. Tyramine and octopamine
independently inhibit serotonin-stimulated aversive behaviors in Caenorhabditis elegans through two
novel amine receptors. The Journal of neuroscience: the official journal of the Society for Neuroscience.
2007; 27(49):13402–12. Epub 2007/12/07.

44. Mori I, Ohshima Y. Neural regulation of thermotaxis inCaenorhabditis elegans. Nature. 1995; 376:344–
8. doi: 10.1038/376344a0 PMID: 7630402

The Multilayer Connectome ofCaenorhabditis elegans

PLOSComputational Biology | DOI:10.1371/journal.pcbi.1005283 December 16, 2016 28 / 31

http://www.ncbi.nlm.nih.gov/pubmed/9870940
http://dx.doi.org/10.1038/nn.2537
http://www.ncbi.nlm.nih.gov/pubmed/20400959
http://dx.doi.org/10.1103/PhysRevE.92.032805
http://dx.doi.org/10.1103/PhysRevE.92.032805
http://www.ncbi.nlm.nih.gov/pubmed/26465526
http://dx.doi.org/10.1038/emboj.2011.22
http://www.ncbi.nlm.nih.gov/pubmed/21304491
http://dx.doi.org/10.1038/ncomms7864
http://www.ncbi.nlm.nih.gov/pubmed/25904309
http://dx.doi.org/10.1371/journal.pone.0001917
http://www.ncbi.nlm.nih.gov/pubmed/18398453
http://dx.doi.org/10.1073/pnas.0601602103
http://www.ncbi.nlm.nih.gov/pubmed/16723398
http://dx.doi.org/10.1016/j.conb.2012.11.015
http://www.ncbi.nlm.nih.gov/pubmed/23294553
http://dx.doi.org/10.1038/ncomms1780
http://www.ncbi.nlm.nih.gov/pubmed/22491324
http://dx.doi.org/10.1038/nn1316
http://www.ncbi.nlm.nih.gov/pubmed/15378064
http://dx.doi.org/10.1371/journal.pone.0046497
http://www.ncbi.nlm.nih.gov/pubmed/23029538
http://dx.doi.org/10.1016/j.cub.2015.03.021
http://www.ncbi.nlm.nih.gov/pubmed/25866397
http://dx.doi.org/10.1371/journal.pbio.1001529
http://www.ncbi.nlm.nih.gov/pubmed/23565061
http://dx.doi.org/10.1016/j.cell.2011.08.053
http://www.ncbi.nlm.nih.gov/pubmed/22078887
http://dx.doi.org/10.1038/376344a0
http://www.ncbi.nlm.nih.gov/pubmed/7630402


45. Tsalik EL, Niacaris T, Wenick AS, Pau K, Avery L, Hobert O. LIM homeobox gene-dependent expres-
sion of biogenic amine receptors in restricted regions of the C. elegans nervous system. Developmental
biology. 2003; 263(1):81–102. Epub 2003/10/22. PubMed Central PMCID: PMC4445141. PMID:
14568548

46. Gray JM, Hill JJ, Bargmann CI. A circuit for navigation in Caenorhabditis elegans. Proceedings of the
National Academy of Sciences of the United States of America. 2005; 102(9):3184–91. doi: 10.1073/
pnas.0409009101 PMID: 15689400

47. Menichetti G, Remondini D, Panzarasa P, Mondragon RJ, Bianconi G. Weightedmultiplex networks.
PloS one. 2014; 9(6):e97857. Epub 2014/06/07. PubMed Central PMCID: PMC4048161. doi: 10.1371/
journal.pone.0097857 PMID: 24906003

48. Zhang Y, Lu H, Bargmann CI. Pathogenic bacteria induce aversive olfactory learning in Caenorhabditis
elegans. Nature. 2005; 438(7065):179–84. Epub 2005/11/11. doi: 10.1038/nature04216 PMID:
16281027

49. Pirri JK, McPherson AD, Donnelly JL, Francis MM, AlkemaMJ. A tyramine-gated chloride channel coor-
dinates distinct motor programs of a Caenorhabditis elegans escape response. Neuron. 2009; 62
(4):526–38. Epub 2009/05/30. PubMed Central PMCID: PMC2804440. doi: 10.1016/j.neuron.2009.04.
013 PMID: 19477154

50. Bhattacharya R, Touroutine D, Barbagallo B, Climer J, Lambert CM, Clark CM, et al. A conserved dopa-
mine-cholecystokinin signaling pathway shapes context-dependent Caenorhabditis elegans behavior.
PLoS genetics. 2014; 10(8):e1004584. Epub 2014/08/29. PubMed Central PMCID: PMC4148232. doi:
10.1371/journal.pgen.1004584 PMID: 25167143

51. Macosko EZ, Pokala N, Feinberg EH, Chalasani SH, Butcher RA, Clardy J, et al. A hub-and-spoke cir-
cuit drives pheromone attraction and social behaviour in C. elegans. Nature. 2009; 458(7242):1171–5.
Epub 2009/04/08. PubMed Central PMCID: PMC2760495. doi: 10.1038/nature07886 PMID: 19349961

52. Jang H, Kim K, Neal SJ, Macosko E, Kim D, Butcher RA, et al. Neuromodulatory State and Sex Specify
Alternative Behaviors through Antagonistic Synaptic Pathways in C. elegans. Neuron. 2012; 75(4):585–
92. Epub 2012/08/28. doi: 10.1016/j.neuron.2012.06.034 PMID: 22920251

53. Chklovskii DB, Vitaladevuni S, Scheffer LK. Semi-automated reconstruction of neural circuits using
electron microscopy. Current opinion in neurobiology. 2010; 20(5):667–75. Epub 2010/09/14. doi: 10.
1016/j.conb.2010.08.002 PMID: 20833533

54. Trueta C, De-Miguel FF. Extrasynaptic exocytosis and its mechanisms: a source of molecules mediat-
ing volume transmission in the nervous system. Front Physiol. 2012; 3:319. Epub 2012/09/13. PubMed
Central PMCID: PMC3432928. doi: 10.3389/fphys.2012.00319 PMID: 22969726

55. De-Miguel FF, Fuxe K. Extrasynaptic neurotransmission as a way of modulating neuronal functions.
Front Physiol. 2012; 3:16. Epub 2012/03/01. PubMed Central PMCID: PMC3279940. doi: 10.3389/
fphys.2012.00016 PMID: 22363292

56. Fuxe K, Borroto-Escuela DO, Romero-FernandezW, Diaz-Cabiale Z, Rivera A, Ferraro L, et al. Extra-
synaptic neurotransmission in the modulation of brain function. Focus on the striatal neuronal-glial net-
works. Front Physiol. 2012; 3:136. Epub 2012/06/08. PubMed Central PMCID: PMC3366473. doi: 10.
3389/fphys.2012.00136 PMID: 22675301

57. Owald D, Waddell S. Olfactory learning skewsmushroom body output pathways to steer behavioral
choice in Drosophila. Current opinion in neurobiology. 2015; 35:178–84. Epub 2015/10/27. doi: 10.
1016/j.conb.2015.10.002 PMID: 26496148

58. Kivelä M, Arenas A, Barthelemy M, Gleeson JP, Moreno Y, Porter MA. Multilayer networks. Journal of
Complex Networks. 2014.

59. Kashtan N, Itzkovitz S, Milo R, Alon U. Topological generalizations of network motifs. Physical review
E, Statistical, nonlinear, and soft matter physics. 2004; 70(3 Pt 1):031909.

60. Pereira L, Kratsios P, Serrano-Saiz E, Sheftel H, Mayo AE, Hall DH, et al. A cellular and regulatory map
of the cholinergic nervous system of C. elegans. Elife. 2015; 4. Epub 2015/12/27.

61. Ezak MJ, Ferkey DM. The C. elegans D2-like dopamine receptor DOP-3 decreases behavioral sensitiv-
ity to the olfactory stimulus 1-octanol. PloS one. 2010; 5(3):e9487. Epub 2010/03/09. PubMed Central
PMCID: PMC2830454. doi: 10.1371/journal.pone.0009487 PMID: 20209143

62. Harris GP, Hapiak VM,Wragg RT, Miller SB, Hughes LJ, Hobson RJ, et al. Three distinct amine recep-
tors operating at different levels within the locomotory circuit are each essential for the serotonergic
modulation of chemosensation in Caenorhabditis elegans. The Journal of neuroscience: the official jour-
nal of the Society for Neuroscience. 2009; 29(5):1446–56. Epub 2009/02/06. PubMed Central PMCID:
PMC3418693.

63. Serrano-Saiz E, Poole RJ, Felton T, Zhang F, De La Cruz ED, Hobert O. Modular control of glutamater-
gic neuronal identity in C. elegans by distinct homeodomain proteins. Cell. 2013; 155(3):659–73. Epub
2013/11/19. PubMed Central PMCID: PMC3855022. doi: 10.1016/j.cell.2013.09.052 PMID: 24243022

The Multilayer Connectome ofCaenorhabditis elegans

PLOSComputational Biology | DOI:10.1371/journal.pcbi.1005283 December 16, 2016 29 / 31

http://www.ncbi.nlm.nih.gov/pubmed/14568548
http://dx.doi.org/10.1073/pnas.0409009101
http://dx.doi.org/10.1073/pnas.0409009101
http://www.ncbi.nlm.nih.gov/pubmed/15689400
http://dx.doi.org/10.1371/journal.pone.0097857
http://dx.doi.org/10.1371/journal.pone.0097857
http://www.ncbi.nlm.nih.gov/pubmed/24906003
http://dx.doi.org/10.1038/nature04216
http://www.ncbi.nlm.nih.gov/pubmed/16281027
http://dx.doi.org/10.1016/j.neuron.2009.04.013
http://dx.doi.org/10.1016/j.neuron.2009.04.013
http://www.ncbi.nlm.nih.gov/pubmed/19477154
http://dx.doi.org/10.1371/journal.pgen.1004584
http://www.ncbi.nlm.nih.gov/pubmed/25167143
http://dx.doi.org/10.1038/nature07886
http://www.ncbi.nlm.nih.gov/pubmed/19349961
http://dx.doi.org/10.1016/j.neuron.2012.06.034
http://www.ncbi.nlm.nih.gov/pubmed/22920251
http://dx.doi.org/10.1016/j.conb.2010.08.002
http://dx.doi.org/10.1016/j.conb.2010.08.002
http://www.ncbi.nlm.nih.gov/pubmed/20833533
http://dx.doi.org/10.3389/fphys.2012.00319
http://www.ncbi.nlm.nih.gov/pubmed/22969726
http://dx.doi.org/10.3389/fphys.2012.00016
http://dx.doi.org/10.3389/fphys.2012.00016
http://www.ncbi.nlm.nih.gov/pubmed/22363292
http://dx.doi.org/10.3389/fphys.2012.00136
http://dx.doi.org/10.3389/fphys.2012.00136
http://www.ncbi.nlm.nih.gov/pubmed/22675301
http://dx.doi.org/10.1016/j.conb.2015.10.002
http://dx.doi.org/10.1016/j.conb.2015.10.002
http://www.ncbi.nlm.nih.gov/pubmed/26496148
http://dx.doi.org/10.1371/journal.pone.0009487
http://www.ncbi.nlm.nih.gov/pubmed/20209143
http://dx.doi.org/10.1016/j.cell.2013.09.052
http://www.ncbi.nlm.nih.gov/pubmed/24243022


64. Tanaka D, Furusawa K, Kameyama K, Okamoto H, Doi M. Melatonin signaling regulates locomotion
behavior and homeostatic states through distinct receptor pathways in Caenorhabditis elegans. Neuro-
pharmacology. 2007; 53(1):157–68. Epub 2007/06/19. doi: 10.1016/j.neuropharm.2007.04.017 PMID:
17573073

65. Sykova E, Nicholson C. Diffusion in brain extracellular space. Physiol Rev. 2008; 88(4):1277–340.
Epub 2008/10/17. PubMed Central PMCID: PMC2785730. doi: 10.1152/physrev.00027.2007 PMID:
18923183

66. Taber KH, Hurley RA. Volume transmission in the brain: beyond the synapse. The Journal of neuropsy-
chiatry and clinical neurosciences. 2014; 26(1):iv, 1–4. Epub 2014/02/12. doi: 10.1176/appi.
neuropsych.13110351 PMID: 24515717

67. Chan JP, Staab TA,Wang H, Mazzasette C, Butte Z, Sieburth D. Extrasynaptic muscarinic acetylcho-
line receptors on neuronal cell bodies regulate presynaptic function in Caenorhabditis elegans. The
Journal of neuroscience: the official journal of the Society for Neuroscience. 2013; 33(35):14146–59.
Epub 2013/08/30. PubMed Central PMCID: PMC3756759.

68. Dittman JS, Kaplan JM. Behavioral impact of neurotransmitter-activated G-protein-coupled receptors:
muscarinic and GABAB receptors regulate Caenorhabditis elegans locomotion. The Journal of neuro-
science: the official journal of the Society for Neuroscience. 2008; 28(28):7104–12. Epub 2008/07/11.
PubMed Central PMCID: PMC2679701.

69. Pierce SB, Costa M,Wisotzkey R, Devadhar S, Homburger SA, Buchman AR, et al. Regulation of DAF-
2 receptor signaling by human insulin and ins-1, a member of the unusually large and diverse C. elegans
insulin gene family. Genes & development. 2001; 15(6):672–86. Epub 2001/03/29. PubMed Central
PMCID: PMC312654.

70. Chen BL, Hall DH, Chklovskii DB. Wiring optimization can relate neuronal structure and function. Pro-
ceedings of the National Academy of Sciences of the United States of America. 2006; 103(12):4723–8.
doi: 10.1073/pnas.0506806103 PMID: 16537428

71. Database of synaptic connectivity of C. elegans for computation [Internet]. 2003. Available from: http://
ims.dse.ibaraki.ac.jp/ccep/index.html.

72. WormAtlas [Internet]. 2002. Available from: http://www.wormatlas.org/.

73. Howe KL, Bolt BJ, Cain S, Chan J, ChenWJ, Davis P, et al. WormBase 2016: expanding to enable hel-
minth genomic research. Nucleic acids research. 2016; 44(D1):D774–80. Epub 2015/11/19. PubMed
Central PMCID: PMC4702863. doi: 10.1093/nar/gkv1217 PMID: 26578572

74. WormWeb.org—C. elegans Interactive Neural Network. [Internet]. 2014 [cited 25 February 2016]. Avail-
able from: http://wormweb.org/neuralnet.

75. Etchberger JF, Flowers EB, Poole RJ, Bashllari E, Hobert O. Cis-regulatory mechanisms of left/right
asymmetric neuron-subtype specification in C. elegans. Development. 2009; 136(1):147–60. Epub
2008/12/09. PubMed Central PMCID: PMC2685964. doi: 10.1242/dev.030064 PMID: 19060335

76. NewmanMEJ. The structure and function of complex networks. SIAMRev. 2003; 45:167.

77. Rubinov M, Sporns O. Complex network measures of brain connectivity: Uses and interpretations. Neu-
roimage. 2010; 52(3):1059–69. doi: 10.1016/j.neuroimage.2009.10.003 PMID: 19819337

78. Wasserman S, Faust K. Social network analysis: methods and applications. Cambridge: Cambridge
University Press; 1994. xxxi, 825 p. p.

79. Leicht EA, NewmanMEJ. Community structure in directed networks. Physical review letters. 2008; 100
(11). Artn 118703.

80. NewmanMEJ. Assortative mixing in networks. Physical review letters. 2002; 89(20). Artn 208701.

81. Ward JH. Hierarchical Grouping to Optimize an Objective Function. Journal of the American Statistical
Association. 1963; 58(301):236–44.

82. Zhou S, Mondragon RJ. The rich-club phenomenon in the Internet topology. Ieee Communications Let-
ters. 2004; 8(3):180–2.

83. Bianconi G. Statistical mechanics of multiplex networks: entropy and overlap. Physical review E, Statis-
tical, nonlinear, and soft matter physics. 2013; 87(6):062806. Epub 2013/07/16. doi: 10.1103/
PhysRevE.87.062806 PMID: 23848728

84. Boccaletti S, Bianconi G, Criado R, del Genio CI, Gomez-Gardenes J, Romance M, et al. The structure
and dynamics of multilayer networks. Physics Reports-Review Section of Physics Letters. 2014; 544
(1):1–122.

85. Bounova G, deWeck O. Overview of metrics and their correlation patterns for multiple- metric topology
analysis on heterogeneous graph ensembles. Physical Review E. 2012; 85(1). Artn 016117.

86. De Domenico M, Porter MA, Arenas A. MuxViz: a tool for multilayer analysis and visualization of net-
works. Journal of Complex Networks. 2015; 3(2):159–76.

The Multilayer Connectome ofCaenorhabditis elegans

PLOSComputational Biology | DOI:10.1371/journal.pcbi.1005283 December 16, 2016 30 / 31

http://dx.doi.org/10.1016/j.neuropharm.2007.04.017
http://www.ncbi.nlm.nih.gov/pubmed/17573073
http://dx.doi.org/10.1152/physrev.00027.2007
http://www.ncbi.nlm.nih.gov/pubmed/18923183
http://dx.doi.org/10.1176/appi.neuropsych.13110351
http://dx.doi.org/10.1176/appi.neuropsych.13110351
http://www.ncbi.nlm.nih.gov/pubmed/24515717
http://dx.doi.org/10.1073/pnas.0506806103
http://www.ncbi.nlm.nih.gov/pubmed/16537428
http://ims.dse.ibaraki.ac.jp/ccep/index.html
http://ims.dse.ibaraki.ac.jp/ccep/index.html
http://www.wormatlas.org/
http://dx.doi.org/10.1093/nar/gkv1217
http://www.ncbi.nlm.nih.gov/pubmed/26578572
http://WormWeb.org
http://wormweb.org/neuralnet
http://dx.doi.org/10.1242/dev.030064
http://www.ncbi.nlm.nih.gov/pubmed/19060335
http://dx.doi.org/10.1016/j.neuroimage.2009.10.003
http://www.ncbi.nlm.nih.gov/pubmed/19819337
http://dx.doi.org/10.1103/PhysRevE.87.062806
http://dx.doi.org/10.1103/PhysRevE.87.062806
http://www.ncbi.nlm.nih.gov/pubmed/23848728


87. Wernicke S, Rasche F. FANMOD: a tool for fast network motif detection. Bioinformatics. 2006; 22
(9):1152–3. doi: 10.1093/bioinformatics/btl038 PMID: 16455747

88. Shannon P, Markiel A, Ozier O, Baliga NS, Wang JT, Ramage D, et al. Cytoscape: a software environ-
ment for integrated models of biomolecular interaction networks. Genome research. 2003; 13
(11):2498–504. Epub 2003/11/05. PubMed Central PMCID: PMC403769. doi: 10.1101/gr.1239303
PMID: 14597658

The Multilayer Connectome ofCaenorhabditis elegans

PLOSComputational Biology | DOI:10.1371/journal.pcbi.1005283 December 16, 2016 31 / 31

http://dx.doi.org/10.1093/bioinformatics/btl038
http://www.ncbi.nlm.nih.gov/pubmed/16455747
http://dx.doi.org/10.1101/gr.1239303
http://www.ncbi.nlm.nih.gov/pubmed/14597658

