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Abstract
There is a revolution in the ability to analyze gene expression of single cells in a tissue. To

understand this data we must comprehend how cells are distributed in a high-dimensional

gene expression space. One open question is whether cell types form discrete clusters or

whether gene expression forms a continuum of states. If such a continuum exists, what is

its geometry? Recent theory on evolutionary trade-offs suggests that cells that need to per-

form multiple tasks are arranged in a polygon or polyhedron (line, triangle, tetrahedron and

so on, generally called polytopes) in gene expression space, whose vertices are the expres-

sion profiles optimal for each task. Here, we analyze single-cell data from human and

mouse tissues profiled using a variety of single-cell technologies. We fit the data to shapes

with different numbers of vertices, compute their statistical significance, and infer their

tasks. We find cases in which single cells fill out a continuum of expression states within a

polyhedron. This occurs in intestinal progenitor cells, which fill out a tetrahedron in gene

expression space. The four vertices of this tetrahedron are each enriched with genes for a

specific task related to stemness and early differentiation. A polyhedral continuum of states

is also found in spleen dendritic cells, known to perform multiple immune tasks: cells fill out

a tetrahedron whose vertices correspond to key tasks related to maturation, pathogen sens-

ing and communication with lymphocytes. A mixture of continuum-like distributions and dis-

crete clusters is found in other cell types, including bone marrow and differentiated intestinal

crypt cells. This approach can be used to understand the geometry and biological tasks of a

wide range of single-cell datasets. The present results suggest that the concept of cell type

may be expanded. In addition to discreet clusters in gene-expression space, we suggest a

new possibility: a continuum of states within a polyhedron, in which the vertices represent

specialists at key tasks.
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Author Summary

In the past, biological experiments usually pooled together millions of cells, masking the
differences between individual cells. Current technology takes a big step forward by mea-
suring gene expression from individual cells. Interpreting this data is challenging because
we need to understand how cells are arranged in a high dimensional gene expression space.
Here we test recent theory that suggests that cells facing multiple tasks should be arranged
in simple low dimensional polygons or polyhedra (generally called polytopes). The vertices
of the polytopes are gene expression profiles optimal for each of the tasks. We find evidence
for such simplicity in a variety of tissues—spleen, bone marrow, intestine—analyzed by dif-
ferent single-cell technologies. We find that cells are distributed inside polytopes, such as
tetrahedrons or four-dimensional simplexes, with cells closest to each vertex responsible for
a different key task. For example, intestinal progenitor cells that give rise to the other cell
types show a continuous distribution in a tetrahedron whose vertices correspond to several
key sub-tasks. Immune dendritic cells likewise are continuously distributed between key
immune tasks. This approach of testing whether data falls in polytopes may be useful for
interpreting a variety of single-cell datasets in terms of biological tasks.

Introduction
Recent advances allow high-throughput measurement of biological information from individ-
ual cells [1–12]. This is an improvement over standard experiments which mask the range of
states in the population because they average over millions of cells. Therefore, it is expected
that single-cell technologies can reveal new biology, such as the diversity of states of cells in a
tissue [13–21]. These experiments portray each cell as a point in a high-dimensional space
whose axes are the expression level of each gene, or other molecular parameters.

The geometry of how cells are distributed in gene expression space is an open question. One
possibility is that each cell type forms a tight cluster, and that these clusters are well separated from
each other. This assumption is at the heart of clustering analyses of gene expression data [22,23].
The tight-cluster picture relates to the idea of discrete cell types, which is supported by the exis-
tence of marker genes that are mutually exclusive between cells. When considering a set of many
genes, in contrast to only marker genes, it is possible that cells also formmore continuous distribu-
tions in gene expression space, and that clusters are more difficult to define. Such distributed states
have been suggested in studies on T-cells [24–26] and embryonic stem cells [27]. In such cases, an
open question is whether there is meaningful geometry to this continuum of cell states.

The question of geometry in gene expression space was recently addressed in the context of
a theory on evolutionary tradeoffs [28]. The theory suggests that cells that need to perform mul-
tiple tasks are arranged in a simple, low dimensional polygons or polyhedra in gene expression
space. The vertices of these shapes, called archetypes, are the expression profiles optimal for
each task. Thus, two tasks correspond to data on a line, three tasks to data on a triangle, four
tasks to a tetrahedron, and so on. These shapes are generally called polytopes: the generalization
of polygons and polyhedral to any number of dimensions. These polytopes represent the opti-
mal tradeoffs between the tasks, in the sense that for any point outside the polytope there is a
point inside it that performs equally or better at all tasks. This corresponds to the concept of
Pareto optimality, where the polytopes are Pareto fronts for the system [28–32]. Pareto optimal-
ity has been applied to a variety of biological datasets [30,33–36], but not to single-cell data.

Here, we study single-cell expression from several tissues, collected with different single-cell
technologies (Fig 1). We analyze single-cell qPCR data on human and mouse colonic crypts
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from Dalerba et al. and Rothenberg et al. [2,37], single-cell mass cytometry data on individual
human bone marrow cells from Bendall et al [13,25], and single-cell RNA-Seq on mouse den-
dritic cells from Jaitin et al [3]. We test whether each dataset is well-described by a low dimen-
sional polytope. We fit the data to a series of polytopes (line, triangle, tetrahedron, etc.),
finding the best fit polytope, and assess its statistical significance. We then analyze the gene
expression profiles at the cells closest to the vertices (archetypes), to test if they correspond to
specific biological tasks. This offers a way to discover potential tasks of cells in a tissue from
single-cell data.

We find evidence for polytopes and enriched tasks in all of the datasets we analyzed. The
well-studied human and mouse colonic crypt system [38,39] includes stem cells at the bottom
of the crypt, which differentiate into enterocytes that absorb nutrients, and secretory cells,
mainly goblet cells, which secrete mucus. We find that single human intestinal cells are
arranged in gene expression space, to a good approximation, in a tetrahedron. At its vertices
are expression profiles of pure cell types—enterocytes, goblet cells, putative stem cells and a
new category of nodal-expressing cells. We further find that when analyzing the intestinal pro-
genitor cells alone, they fill out a distinct tetrahedron in gene expression space, in contrast to
other cell types. The vertices of this tetrahedron correspond to four progenitor cell tasks. In
addition, we find that the polytopes found in crypt data from human and mice are strikingly
similar. Using the same approach, we find that human bone marrow cell data is arranged in a
five-vertex simplex (four-dimensional simplex) whose vertices correspond to five major cell
types, and that mouse dendritic cells uniformly fill a tetrahedron suggesting four immune tasks
including maturation, pathogen sensing and communication with lymphocytes. Pareto analysis
can thus be useful to understand the geometry of single-cell gene expression, and to infer the
tasks of single cells in a tissue.

Results

Pareto analysis on human crypt single-cell expression suggests four
archetypes
We begin with analyzing the single-cell gene expression dataset of human colon crypt cells
obtained by Dalerba et al [2]. The dataset included 407 individual cells, each analyzed by

Fig 1. Overview of Pareto archetype analysis of single-cell datasets to discover polytopes in gene expression space and infer tasks.Datasets from
different human and mouse tissues analyzed by different groups with different technologies were analyzed by Pareto archetype analysis. Best fit polytopes
and their significance were found. Tasks were inferred from the genes maximally enriched in the cells closest to each vertex of the polytope.

doi:10.1371/journal.pcbi.1004224.g001
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single-cell qPCR for 83 selected genes in a Fluidigm microfluidic system [5]. We normalized
the data by subtracting the mean of each gene as described in Methods.

To address the effects of outliers and all/none bimodality in expression data ([11,12]), we
removed 10% of the cells which had the lowest expression levels across genes, and 10% of the
genes which had the lowest expression across cells, resulting in a dataset of 368 cells and 76
genes (S1 Dataset). Removing more cells or genes, up to 25% of the lowest expressing cells or
lowest expressed genes, leaves the results essentially unchanged (S1 Fig and S1A Text).

Based on theory on evolutionary tradeoffs between tasks [28], we expect that cells should
fall in a low-dimensional polytope whose vertices are the points optimal in each task alone. We
therefore asked whether gene expression data is enclosed within a low dimensional polytope
(e.g. line, triangle, tetrahedron and so on). We calculated the best fit polytopes that enclose the
data, and asked how well they describe the data compared to randomized datasets. We consid-
ered polytopes with k vertices: we tested k = 2 (line), k = 3 (triangle), k = 4 (tetrahedron) and so
on up to 11 vertices. The polytopes were found using the PCHA algorithm [40]. This algorithm
seeks k points on the convex hull of the data that define a polytope that encloses as much of the
data as possible (see Methods: Archetype detection using the PCHA algorithm [40]).

For each polytope, we calculated the deviation of the data from the polytope (explained vari-
ance, Methods: Determining the number of archetypes). k = 4 archetypes explain 45% of the
variance, whereas adding a fifth archetype added only 4% additional explained variance (Fig
2a). A tetrahedron explained the data variance better than when applying the same algorithm
to shuffled data (p = 0.01, Methods: Statistical significance of best fit polytopes). This suggests
that a 4-vertex polyhedron, namely a tetrahedron, is a reasonable description of the data.

The tetrahedron was found in the full 76-dimensional space. To display the data, it is helpful
to use principal component analysis (PCA). PCA indicated that 3 principal components (3
PCs) explain most of the variance in the data (47%), and that 4 PCs (52%) are significant com-
pared to shuffled data (Fig 2b, Methods: Determining the number of archetypes), indicating
that the data is indeed low-dimensional. The tetrahedrality of the data is highlighted by the fact
that 96% of the variance explained by the first 3PCs is explained also by the much more strin-
gent description of a tetrahedron whose vertices are on the convex hull of the data. Plotting the
data, with each cell represented by a point in the space spanned by the first 3PCs of gene
expression space, suggests a tetrahedron-like shape (Fig 2c). The projections of the data on the
three principal planes are roughly triangular (Fig 2d–2f), and show well-defined linear edges
which meet at pointy vertices.

We found that the archetype positions were robust to data sampling, with errors on the
order of a few percent in bootstrapping tests in which data is resampled with replacement (S1B
Text and S1a Table and Fig 2c). We note that clustering methods, such as k-means or hierar-
chical clustering, are much more sensitive to sampling errors in this dataset: the continuous
distribution of the data makes the cluster boundaries somewhat arbitrary and thus on the order
of 20% of the data points are classified to different clusters upon bootstrapping (S1C Text and
S2–S4 Figs).

Each archetype is enriched with markers for a major crypt cell type
Each of the four vertices of the best-fit tetrahedron is a point in the 76-dimensional gene
expression space. Within Pareto theory, each vertex is an archetype that can be thought of as
an optimal gene expression profile, extrapolated from the data, which best performs the arche-
type's task. The gene profiles for the archetypes are shown in Fig 3a. We find that each of the
four archetypes shows high expression of a set of markers for a specific crypt cell type (Fig 3b
and 3c and S5 Fig).
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Fig 2. Human colon crypt cells fall in a tetrahedron in gene expression space. (a) For k = 2–11 we found the k-polytope that best fit the data using PCHA
algorithm, considering all 76 dimensions. Explained variance of best fit polytopes with k = 2–11 vertices begins to saturate at k = 4 or k = 5 vertices. (b)
Comparison between the variance explained by the first k principal components of the data to the variance explained by the k principal components of
shuffled data suggests that effective data dimensionality is three or four. Blue line: variance explained by PCA of intestinal data. Green line: variance
explained by PCA of shuffled data. Points represent mean values. Error bars, representing 5%-95% variation intervals, are smaller than line width. Points for
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Archetype 1 shows high expression of enterocyte markers (AQP8, SLC26A3, MS4A12,
KRT20 [41–44]). The cells closest to this archetype show the maximal expression of these
markers in the entire dataset (Methods: 1D Gene enrichment at archetypes). In cells closest to
archetype 2, putative stem cells markers are maximally expressed (including LGR5, ASCL2,
AXIN2, c-MYC, CDK6, OLFM4 [45–49]). In cells closest to archetype 3, markers for goblet
cells are maximally expressed (MUC2, TFF3, SPDEF and others [38,50,51]). The complete list
of enriched genes is shown in S2 Table. Thus, the first three archetypes correspond each to one
of the three main crypt cell types. The fourth archetype is discussed below.

We also evaluated the physical position of each cell in the crypt using a proxy for height in
the crypt, Axin2 expression [52]. We find that the stem cell archetype has highest Axin2, fol-
lowed by the goblet archetype. The enterocyte archetype has lowest Axin2. This matches the
known arrangement of cells in the crypt, with stem cells at the bottom of the crypt, and entero-
cytes at its top (S6a Fig) [37].

One archetype represents a novel Nodal cell class which may be an
intermediate between stem cells and enterocytes
The fourth archetype is enriched with a specific set of genes related to development and embry-
onic patterning (NODAL, CFC1, TDGF1 [53–56]), a transcriptional repressor that has a role
in development (PCGF6 [57]), and an enzyme involved in hormone secretion (UGT1A1 [58]),
and a member of the claudin family CLDN8 [59]. We call these cells Nodal cells. Their position
in the crypt, based on Axin2 levels, is intermediate between the bottom and top (S6a Fig).

To better understand Nodal cells, we ordered the cells according to a pseudo-temporal
order inferred from their gene expression using the Wanderlust algorithm [60]. NODAL cells
seem to lie on the developmental axis between stem cells and enterocytes (S7a Fig). This tenta-
tively suggests NODAL cells as a differentiation step between precursors and enterocytes.

In summary, Pareto analysis finds four archetypes which correspond to gene expression
profiles. Three of these define the three main cell types in the crypt. The fourth may indicate a
step between stem cells and enterocytes. The archetypes can be interpreted as an idealized gene
profile for each of the cell types, and cells of a given type are arranged in proximity to the corre-
sponding archetype in gene expression space.

Progenitor cells uniformly fill a tetrahedron with archetypes for stemness
and three differentiation tasks
We next zoom in on each inferred cell type to examine the variation between cells within a
type. We repeated the Pareto analysis on each class of cells separately (S1D Text). We find that
the three non-progenitor cell types (enterocytes, goblet cells, nodal cells) cannot be explained
by a statistically significant polytope with 5 or less vertices (see S3 Table, all p-values>0.15).
Thus, the expression of these cells seems to form a cloud in gene expression space with no eas-
ily discernible vertices (Fig 4a). This may hint that other effects dominate the structure of the
data, or that not enough cells or not enough relevant genes were measured, see S1E Text and
S8 Fig.

In contrast, the progenitor cells were well-described by a tetrahedron (p = 0.01, Methods:
Statistical significance of best fit polytopes, Fig 4b showing tetrahedron and projections, Fig 4c

which the real data EV is higher than the randomized data EV are marked with *. (c) Data displayed in first 3 PCs axes resembles a tetrahedron, and its
projections on principal planes (d)-(f) resemble triangles. Archetypes and their variation upon data resampling (bootstrapping) are shown as colored ellipses
(see S1B Text). Thin lines—tetrahedron edges.

doi:10.1371/journal.pcbi.1004224.g002
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Fig 3. Expression profiles of the four colon crypt archetypes are each enriched for markers of specific cell types. (a) The expression profiles of the
four archetypes, with enriched genes colored. Enriched genes were determined by leave-1-out enrichment analysis, binning the cells according to distance
from each archetype and seeking when average expression in the bin closest to the archetype is maximal, as described in Methods: 1D Gene enrichment at
archetypes (See full enriched genes list in S2 Table). Light blue—enterocyte archetype, yellow—Nodal archetype, green—stem cells archetype, red—goblet
cell archetype. Genes that are not enriched, or enriched in more than one archetype, are in dark blue. Zero level represents the average expression of each
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shows explained variance curves, S2 Dataset). The progenitor cells seem to uniformly fill out
this tetrahedron, suggesting that precursors span a continuum of gene expression states, with
some cells coming close to one of four archetypal precursor profiles, and others showing a
more even mixture of the archetypes.

We examined the expression profiles of the cells closest to each archetype (Methods: 1D
Gene enrichment at archetypes). Archetype 1 is enriched with stem markers LGR5 and ASCL2,
and lies physically at the lowest point in the crypt according to Axin2 levels (S7b Fig inset). It
has proliferation markers (MYC, Cdk6), and telomerase (TERT). These genes are characteristic
of dividing stem cells [37,46,48,49].

The other three archetypes all display the progenitor marker OLFM4 [61], but also have
characteristics more similar to the differentiated cells. Archetype 2 includes enrichment in
enterocyte and goblet markers. Archetype 3 is enriched in division inhibitor CDKN1A [62].
Archetype 4 has low expression of all genes. We hypothesize that these three archetypes repre-
sent three tasks needed for differentiation: (i) expression of effector cell-specific genes (ii) inhi-
bition of cell division (iii) reduction in global gene expression. For a complete list of enriched
genes see S4 Table, archetype gene expression profiles are shown in S9 Fig.

The progenitor cells fill out the tetrahedron quite uniformly. According to Axin2 expres-
sion, as they move up the crypt they move away from the stem archetype and parallel to the
plane defined by the other three archetypes. Pseudo-temporal order derived by the Wander-
lust algorithm suggests similar conclusion (S7b Fig). This may suggest multiple temporal
paths between the three tasks, such that each progenitor is a different weighted average of the
archetypes.

We also asked how the progenitor tetrahedron relates to the rest of the cells in the crypt. We
find that the fully differentiated cells types (enterocytes, goblet cells) are closest to archetype 4,
because they all have lower overall gene expression than the progenitors.

Similar polytopes for mouse and human intestinal crypt single-cell data
Up to now we analyzed a human crypt dataset. We now compare it to a mouse crypt dataset,
presented by Rothenberg et al. [37] using qPCR (S3 Dataset). We used the same Pareto analysis
approach. We removed the lowest 10% of cells and genes, remaining with 161 cells and 41
genes. The two datasets overlap in 24 genes. The mouse cells in the dataset were only from the
bottom of the crypt: they were harvested by cell sorting (FACS) using the markers CD66 and
CD44.

We find that the mouse single-cell data is well-described by a triangle (p = 0.003, 2PCs
explain 43% of the variance). To compare the mouse data to human data described in the pre-
vious sections, we analyzed human cells in the lower part of the crypt (defined in [2], by FACS
sort for high and low cells using CD66 and CD44 markers). This dataset (213 cells) is also well
described by a triangle (p = 0.001, 2PCs describe 35% variance). The archetypes in both the
datasets correspond to stem cells, goblet cells and enterocytes. The nodal cells are on the edge
connecting progenitors and enterocytes (Fig 5b), representing the projection of the nodal tetra-
hedral archetype on the triangle that describes the crypt-bottom cells. In the mouse dataset 5
out of the 6 genes that are enriched in the Nodal archetype were not measured; however the

gene in the dataset. (b) Leave-1-out enrichment plot: expression of a gene (SLC26A3—an enterocyte marker) as a function of distance from archetype in
equal mass bins of cells (Methods: 1D Gene enrichment at archetypes), line color indicates archetype. This gene is maximally enriched only at the enterocyte
archetype (blue line). For enrichment plots for additional genes see S5 Fig. (c) A two dimensional enrichment plot of SLC26A3, in which its expression is
plotted on the plane of the first 2PCs of the data, indicating expression is maximal in the cells closest to the enterocyte archetype. Contours are expression
density estimated using a Gaussian kernel (Methods: 2D Gene enrichment at archetypes). Archetype positions and PCs were calculated without the tested
gene.

doi:10.1371/journal.pcbi.1004224.g003
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Fig 4. Progenitor crypt cells fall in a tetrahedron. (a) Enterocytes, goblet cells and nodal cells analyzed separately do not form significant polytopes. Cells
are color coded by type in the tetrahedron of Fig 3, and each cell class is plotted in its own first 3PC. (b) Progenitor cells analyzed separately fall uniformly in a
tetrahedron. The best fit tetrahedron is shown (PCHA delta = 0.5). Arrow represents direction of development according to Axin2 levels, see S7b Fig. Also
shown are projections on the principal planes, which resemble triangles or quadrangles. Archetypes and their variation upon data resampling (bootstrapping)
are shown as gray ellipses. (c) Explained variance as a function of polytope order k or number of PCs D both suggest a tetrahedron (k = 4, D = 3).

doi:10.1371/journal.pcbi.1004224.g004
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Nodal co-receptor TDGF1 [27] is highly expressed on the edge that connects stem cells and
enterocytes.

The geometry of mouse and human datasets are strikingly similar (Fig 5). The three mouse
archetypes are very similar to the three corresponding human archetypes in their overlapping
genes (R2 = 0.65, p<10–9, S10 Fig, enriched genes are shown in Fig 5), and signify stem cells,
goblet cells and enterocytes. Moreover, the distribution of points on the triangle suggests a
gradual differentiation process from stem cells to enterocytes, compared to more abrupt tem-
poral switch in the case of differentiation to goblets, a difference shared by both species.

We also analyzed single-cell data by Dalerba et al [2] for human colon cancer xenograft in
mouse, derived from a single cancer cell (S11 Fig and S1F Text and S4 Dataset). We compared
this data to the triangle found when analyzing human crypt-bottom normal tissue cells (Fig
5b). We find that the cancer cells lie in a similar triangle, with a density distribution that peaks
near the stem cells, enterocyte and goblet archetypes. This hints that the human cancer cells
undergo differentiation similar to the normal mouse and human tissues [2].

Analysis of single-cell mass-cytometry of bone marrow cells and
RNA-Seq of dendritic cells reveals polytopes and tasks
Finally, we asked whether this approach can be used with other experimental techniques and
other tissue types. We studied a single-cell mass cytometry (Cytof) dataset on human bone
marrow by Bendall et al [13,25] (S5 Dataset). Here, 10,000 cells were each characterized by the
expression of 31 proteins detected using antibodies. We find that this dataset is well-described
by a four-dimensional simplex (a polytope with five vertices, p = 0.005, Fig 6 top row and S12
Fig). The five archetypes are each enriched with genes that clearly define a specific cell type
(CD4 T cells, CD8 T cells, monocytes/ macrophages, B cells and non-leukocytes) (see S1G Text

Fig 5. Mouse and human colon lower crypt cells fall on similar triangles and show a similar distribution within the triangle. (a) Mouse colon lower
crypt cells dataset by [37], plotted on its first 2PCs plane. Inset: PCA explained variance analysis suggest k = 3 vertices and D = 2 dimensions, namely a
triangle. (b) Human lower crypt dataset plotted on its first 2PC plane. Inset: explained PCA explained variance analysis. The 24 genes common to the two
datasets were used. Arrow indicates projection of the nodal cell archetype on the triangle.

doi:10.1371/journal.pcbi.1004224.g005
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and S5 Table and S13 and S14 Figs). Cells density peaks near each vertex. A sizable set of cells,
which formed an unidentified cluster in the viSNE analysis of [13], lies in the middle of the tet-
rahedron (S15 Fig), possibly indicating cells whose protein expression is intermediate between
the classical cell type profiles.

We also analyzed a single-cell RNA-Seq dataset from mouse spleen by Jaitin et al [3] (S6
Dataset). Each cell is characterized by 20,091 gene expression counts, based on sampling a frac-
tion of the cell’s mRNA pool. This data was classified by Jaitin et al into seven groups of cells
using a probabilistic mixture model. One group of cells, however, seemed to defy clear cluster-
ing (class VII in [3]). These are the dendritic cells in the spleen, known to carry out a wide
range of immune functions including detection of pathogens and activation of lymphocytes
[63–65]. We find that LPS treated dendritic cells in this dataset are well-described by a tetrahe-
dron (312 cells, p<0.001, Fig 6 bottom row). Several functional gene groups [66] (see S1H
Text) are highly and maximally enriched in the cells closest to each of the four archetypes (S6

Fig 6. Different tissues analyzed by different single-cell technologies show polytopes and tasks. (a) Human bone marrow cells analyzed by single-cell
mass cytometry [13,25] in which proteins are detected using mass-tagged antibodies is well described by a 4D simplex (a polytope with 5 vertices). The
simplex is shown projected on the first 3PCs, for other projections see S12c Fig. The archetypes correspond to cell types as indicated. Cell density peaks
near each archetype. (b) Mouse spleen LPS stimulated dendritic cells analyzed by single-cell RNA-Seq [3] are well described by a tetrahedron. Archetypes
are labeled with functions inferred from genes maximally enriched in cells near each archetype. For more details see S1G and S1H Text.

doi:10.1371/journal.pcbi.1004224.g006
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Table). This enrichment indicates four key immune tasks: Archetype 1- response to virus
(cytoplasmic DNA response and interferon pathways) [7,67]; Archetype 2- Dendritic cell mat-
uration and formation of cytoskeletal features [64,68,69]; Archetype 3- Stimulation of lympho-
cytes (cytokine secretion, antigen presentation) [7,70,71]; Archetype 4- putative cell-death
pathways [72,73].

We compared the tissues in terms of how uniformly they fill out their polyhedra or poly-
topes. We therefore computed the ratio ρ between the mean local density of the data and the
local density expected in a uniform distribution [74] (S1I Text and S16 Fig). The closer this
ratio is to one, the more uniform the distribution of points; a high ratio means the data is
clumped into clusters. We find that bone marrow cells are the most clustered or clumped
among the datasets (ρ = 4.67), in line with the classic view of hierarchical hematopoietic
lineages [75,76]. Intestinal cells are less clustered (ρ = 2.93). The closest to uniform distribu-
tion inside their respective polyhedra are dendritic cells (ρ = 2.42) and intestinal progenitors
(ρ = 1.06).

We conclude that the present approach can describe the geometry and potential tasks of sin-
gle-cell data from diverse tissues and different technologies.

Discussion
We studied the geometry of single cells in gene expression space using Pareto archetype analy-
sis. We used data from different single-cell technologies employing qPCR, RNA-Seq or mass
cytometry, and different tissues including intestinal crypt, bone marrow and spleen. We find
that single-cell data fall in low dimensional shapes with well-defined vertices, such as tetrahe-
drons. The cells closest to each vertex are enriched with genes that reveal key biological func-
tions relevant to each tissue. Some datasets fall into distinct clusters, with one cluster near each
vertex, and thus support a picture of distinct and well-separated cell types. Other contexts,
such as intestinal progenitor cells and spleen dendritic cells, show a continuum of gene expres-
sion states which uniformly fills the tetrahedron, supporting a picture of a continuous range of
cell states that carry out mixtures of the biological functions defined by the vertices. These find-
ings expand the concept of cell type, by demonstrating the possibility of a polyhedral contin-
uum of expression states: cells can range between being task specialists near the vertices of the
polyhedron, and generalists suitable for multiple tasks near the center.

It is interesting to ask when is it better to design distinct cell types with separated biological
functions, and when to design a continuum of cell expression states. Distinct cell types have the
advantage of being specialists at a given task, with optimal function. However, if the propor-
tions of the tasks needed in the tissue changes more rapidly than the ability to make new cells
or to adjust their protein composition, a continuum of states may have an advantage. It allows
a reserve of cells (cells in the middle of the polyhedron) that can perform multiple functions,
albeit less optimally than specialists, and can therefore be recruited to each task in times of
need.

This type of reasoning was used to explain why ant morphologies in a nest tend to show a
continuous distribution rather than distinct clusters: Intermediate morphology ants can be
recruited to defense, foraging or nursing tasks according to changing needs [77]. Other factors
that may influence clustering versus continuum include the biochemical feasibility of multiple
functions to co-exist in the same cell [78,79] and the existence of a continuous range of spatial
and temporal niches in a tissue related for example to migration, differentiation processes
[17,80], or to distances from blood vessels or tissue boundaries [81].

We find a continuous filling of a tetrahedron in the context of progenitor cells in the intes-
tine. The progenitor tetrahedron suggests four tasks—one related to stemness and stem cell

Geometry of the Gene Expression Space of Individual Cells

PLOS Computational Biology | DOI:10.1371/journal.pcbi.1004224 July 10, 2015 12 / 27



renewal, and the other three archetypes related to potential tasks required for early stages of
differentiation: stopping division, expressing effector genes, and down regulating global expres-
sion [82]. The uniform filling of the progenitor tetrahedron suggests that there is not one tem-
poral path to differentiation, but rather many paths with different ordering of the tasks, each
taken with more or less equal probability. This relates to the idea that stem cells show heteroge-
neity [15,27,83], in which different molecular states confer functional biases to individual cells,
contributing to their overall regulation [84], and aligns with recent findings about their plastic-
ity [85,86]. With more data, one may be able to infer temporal paths from static data, as was
done in the context of the cell cycle [87] and cell differentiation [17,60].

Similarly, the continuum observed between intestinal progenitors, nodal cells and entero-
cytes (Figs 2c and 5b) suggests a gradual differentiation process, with the nodal cells—a new
class of cells defined in the present study—possibly an intermediate station between progenitors
and enterocytes. The polyhedral continuum of states we find in stimulated dendritic cells (DCs)
may likewise suggest spatiotemporal trajectories in the spleen, with external DCs active in path-
ogen detection, followed by migration into the central spleen for lymphocyte activation [64,65].

The present Pareto analysis is a new way of looking at single-cell data that emphasizes the
geometric contours that enclose the data. This approach was used recently also in other biologi-
cal contexts, to understand C. elegans foraging behavior [34], bird toe-bone proportions [35],
and bacterial [88] and tumor [33] population-level gene expression. It is useful to compare the
present approach to other methods of analyzing high-dimensional data, such as clustering or
self-organizing maps [88–92]. If the data is arranged in separated non-overlapping clouds, all
methods can reveal its structure. If the data, in contrast, is spread more along a continuum, clus-
tering methods can lead to arbitrary classification, because it is not possible to tell where one
cluster ends and another begins. For example, in the current crypt dataset, cluster assignment
for 20% of the crypt cells changed upon data resampling with returns (bootstrapping, see S1C
Text). In contrast, archetypes varied by only a few percent upon bootstrapping, and data
description as a weighted average of archetypes was likewise much less sensitive to data resam-
pling than clustering analysis (S2–S4 Figs and S1 Table).

The present approach also differs from principal component analysis (PCA, see S1J Text):
whereas PCA finds the axes of the space which describes most of the data variance, our approach
finds a polytope within which the data resides and is thus much more restrictive (S17 Fig);
moreover the vertices of the polytope are different from the principal components (e.g. a tetrahe-
dron resides in a 3D space but has four vertices, S18 and S19 Figs), and our findings support
their interpretation as archetypal profiles that reveal clear biological functions. PCA and other
dimensionality reduction techniques are not needed to find the polytopes, but can help to visual-
ize them.

Major challenges remain, related to the high dimensionality of gene expression data, which
can be in the many thousands. Fitting such data to a low-dimensional polytope can capture
major trends. However, if there are small sets of genes that vary independently of the others,
in a biologically important way, the current implementation of Pareto analysis will miss them
because they make a small contribution to the overall shape of the data. Future work can
develop ways to detect such groups of genes, separate the data and analyze each subgroup inde-
pendently. This may lead to a presentation of the data as a collection (outer product) of Pareto
fronts, each with a subset of genes related to a distinct set of tasks. Similarly, Pareto analysis
can be used as a microscope to zoom in on a subset of cells or genes—in the present study, pro-
genitor cells when considered separately without the rest of the crypt cells, revealed an infor-
mative tetrahedron of their own. Finally, one can analyze polytopes with increasing number of
vertices and in this way observe the splitting of archetypes into finer distinctions (S1K Text and
S20 Fig).
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The polyhedra found here seem to be a distinct feature of the dataset, especially the straight
edges and faces apparent in plots of the data distribution. However, it is possible that the
observed polytopic-like structure results from other (unknown) reasons, such as systematic
experimental errors or biological phenomena. Further application of Pareto analysis, with dif-
ferent tissues and different single-cell technologies that have different noise and biases, is
needed to test the generality of the present conclusions. With these caveats in mind, the present
approach of using Pareto analysis for single-cell data can be generally used to understand the
geometry of single-cell data and to infer the tasks of individual cells in a tissue. More generally,
this study indicates that the concept of cell type may be expanded. In addition to separated
clusters in gene-expression space, we suggest a new possibility: a continuum of states within a
polyhedron, in which the vertices represent specialists at key tasks, with generalist cells lying in
the middle.

Methods

Preprocessing and normalization of single-cell qPCR data
Single-cell gene expression of primary human colon crypt cells obtained by Dalerba et al [2]
included 407 individual cells, each analyzed by single-cell qPCR for 83 selected genes in a Flui-
digm microfluidic system [5] (S7 Dataset). Note that the present dataset contains 34 genes not
included in the original publication, kindly provided by Dalerba et al. These genes, including
CFC1, UGT1A1, CLDN8, NODAL, TDGF1, and PCGF6, allow identification of the nodal cell
type. Some genes were measured by multiple primers, see S1A Text and S21 Fig. Cells were
sorted by FACS so that they belong to one of two populations: EpCAMhigh/CD44+, which cor-
responds to the bottom of the crypt, and EpCAM+/CD44-/CD66high, which corresponds the
top of the crypt. The measured genes were selected using publicly available gene-expression
array data sets from human colon epithelia, using a bioinformatics approach designed to iden-
tify developmentally regulated genes [2]. Gene expression was measured in Cycle threshold
units (Ct)—the number of amplification cycles it takes to detect the gene—which correspond
to the logarithm of the fold change in expression. The data was bi-modal, as seen in other
applications of this technology [11,12], with some cells ranging from 2.5Ct to 30Ct, and
another set of cells with Ct>40. Since there were no values larger than 30Ct, we treated this as
the minimal threshold level of detection and set these values to 30, and then linearly trans-
formed the data so that minimal CT is zero (30-data). Finally, we subtracted the mean of each
gene. Cells and genes with low expression were removed as described in Results. The processed
data can be found in S1 Dataset. The same normalization was used for the cancer xenograft
data [2] (S4 Dataset) and for the mouse intestinal cells data (S3 Dataset) [37].

Preprocessing and normalization of single-cell mass cytometry data
We used data by Bendall et al [25] and Amir et al [13], of human bone marrow samples from
healthy donors. The cells were analyzed using single-cell mass cytometry as described in [25],
resulting in the antibody-detected expression of 31 proteins in 10,000 cells. Multiple detections
of one protein—CD3—were united by taking their mean for each cell. Following the original
publication, we transformed the data by applying a hyperbolic arcsin transformation with a
cofactor of five. Processed data can be found in S5 Dataset.

Preprocessing and normalization of single-cell RNA-Seq data
We used data from [3], of mice spleen CD11c+ cells that were exposed to lipopolysaccharide
(LPS) for 2 hours. We focused on cells that were classified in the original paper as dendritic
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cells (group VII). We used the likelihood model of [3] in order to choose cells which have the
highest likelihood to belong to this group (rather than to other groups). We didn’t consider 16
genes with high batch-to-batch variability (as in [3]), and removed measures of control ERCC
molecules. Since the data is very sparse (97% of the matrix entries are 0), we considered the 500
genes with highest standard deviation across samples. Results are similar for choosing genes by
highest mean or median. Following Jaitin et al, we normalized the data by down-sampling:
Defining a target number of molecules N, and then sampling from each cell having m> = N
molecules precisely N molecules without replacement. Cells with m<N are not used for analy-
sis. We used N = 400, and consequently considered 312 cells in our analysis. We then trans-
formed the data by adding 1 and applying log2, in order to examine fold changes in expression,
and reduced the average expression of each gene in all 312 cells. Processed data can be found in
S6 Dataset.

Archetype detection using the PCHA algorithm
We found the archetypes of the best fit polytope using the PCHA algorithm [40]. This algo-
rithm finds the best fit polytope whose vertices are on the convex hull of the data. It does so by
constraining the vertices to be a weighted average of the data points, where the weights are
given by a matrix C, and then approximating the data points by a weighted average of the
archetypes, where the weights are given by a matrix S. The algorithm then solves the following
optimization problem using a projected gradient procedure:

argmin
C;S

kX � XCSk2F

s:t: jCdj ¼ 1; jSnj ¼ 1

C � 0; S � 0

where X is the data matrix. The algorithm allows a relaxation of the optimization problem by
introducing a parameter δ and relaxing the constraint on C to be

1� d � jCdj � 1þ d

This relaxation allows archetypes to be found within a certain volume around the data con-
vex hull. Unless stated otherwise, we used δ = 0.5 for archetypes characterization, polytope
visualization and enrichment analysis, and δ = 0 for explained variance calculation.

Determining the number of archetypes
To determine the number of archetypes that describes the data, we computed the explained
variance of the data (EV) for each number of archetypes (k = 2,3,4. . .kmax). The explained vari-
ance is computed by PCHA as [88,93]:

EV ¼ 1

N

XN
n¼1

1� jpn � snj
jpnj

� �
Where pn is the n

th data point out of N points and Sn is the closest point to pn in the polytope,
and | denotes Euclidean distance. Then, we identify a number of archetypes k� for which add-
ing an additional archetype does not increase EV by much (see Fig 2a). Operationally, k� was
determined by the bend (also called elbow) in the EV versus k curve, defined by taking the
most distant point from the line that passes through the first (k = 2) and the last (k = kmax =
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11) points in graph. Changing kmax in the range 6–16 did not change the results for k� on the
present datasets. We find for the present datasets that most polytopes beyond k� show low p-
values (p<0.01), precluding the concern of type II errors (multiple hypothesis testing).

As a second indication for the order of the best fit polytope is the effective dimensionality of
the data (e.g. a tetrahedron suggests that the data is effectively 3D). We therefore tested data
dimensionality using Principal Component Analysis (PCA) [94]. We compared the variance
explained by each PC to that of randomly shuffled data. Randomized data was created by shuf-
fling the values of each coordinate, to preserve the density distribution of each coordinate
while breaking correlations between coordinates. PCA on random data yields non-equal eigen-
values, due to stochastic correlations. Data dimensionality was found by detecting the point
where the explained variance of the real data comes within a standard deviation of the shuffled
data, (see Fig 2b). Data that is explained well by a k-vertex polytope is expected to have
dimensionality of k-1 (e.g. data explained by a tetrahedron with k = 4 is essentially 3D).

Statistical significance of best fit polytopes
Statistical significance of polytopes was tested by computing the EV of the real data compared
to 1,000 sets of shuffled data, produced by randomly permuting each coordinate of the data
separately. The explained variance (EV) by the PCHA algorithm as described above. The p-
value was defined as the fraction of shuffled data sets for which the EV was larger or equal to
the EV of the real dataset.

To make sure the low p-value stems from the similarity of the data to a polytope and not
merely from its low dimensionality, we also performed PCA on the data and checked how sim-
ilar it is to a polytope when projected to the space spanned by the first n-1 PCs (where n is the
number of archetypes). A measure for the similarity of the data to a polytope is its t-ratio [28],
defined as the ratio of the volume of convex hull of the data to the volume of the best fit poly-
tope (we use PCHA with δ = 0 to find the polytope with vertices on the convex hull). The bigger
the t-ratio, the more similar the data to the polytope. The t-ratio of the data was compared to
that of 1,000 sets of shuffled data, produced by randomly permuting each coordinate of the
data separately. p-value was defined as the fraction of sets for which the t-ratio is equal to or
bigger than the t-ratio of the data.

To be stringent, the p-values reported in the paper are from the second method, as they
were always larger than the p-values found by the first method.

1D gene enrichment at archetypes
To infer potential tasks of archetypes, we tested, for each gene, whether it is expressed maxi-
mally in the cells closest to one of the archetypes. To avoid circularity concerns, we removed
that gene from the dataset, and recalculated the archetypes (in the D-1 dimensional space,
where D is the number of genes). The changes in the archetype coordinates upon removal of
the gene were minor (mean relative change 0.02%). We divided cells into bins according to
their Euclidean distance from the archetype (computed in the D-1 gene expression space), and
asked whether the expression of the removed gene is maximal in the bin closest to the arche-
type, and at what statistical significance. Choosing a number of bins between 5–25 left the
results essentially unchanged (see S22 Fig). The p-value was computed using Wilcoxon rank-
sum test [95], comparing the distribution of expression in the first bin (closest to archetype) to
the distribution in other bins. We set a p-value threshold of p = 0.001, to avoid type II error
concerns (multi-hypothesis testing). Shuffled data using the same tests resulted in 0.1 enriched
genes on average, whereas the real data showed 70 enriched genes for the intestinal cells data.

Geometry of the Gene Expression Space of Individual Cells

PLOS Computational Biology | DOI:10.1371/journal.pcbi.1004224 July 10, 2015 16 / 27



2D gene enrichment at archetypes
In addition to the 1-dimensional leave-1-out enrichment check described above, we also per-
formed a 2-dimenisonal enrichment check for selected marker genes. After taking out the
selected gene, we projected the data on its 2 first PCA axes, and smoothed the marker values to
obtain a 2D density function M(PC1,PC2). To smooth the data we used a Gaussian kernel
function with variance computed by Silverman's Rule of Thumb [96], multiplied by a hill func-
tion of the density to avoid effects of low density of points (in low density regions the denomi-
nator is very small, resulting in artificial high marker values).

M *xð Þ ¼
PN

i¼1 mð*xiÞe�1
2

*x�*x ið ÞH *x�*x ið ÞPN
i¼1 e

�1
2

*x�*x ið ÞH *x�*x ið Þ

PN
i¼1 e

�1
2

*x�*x ið ÞH *x�*x ið Þ� �n
kn þ PN

i¼1 e
�1
2

*x�*x ið ÞH *x�*x ið Þ� �n
Where *xi is the i

th data point,m *xið Þ is the value of the marker at point *xi, H is a diagonal

matrix H ¼
hx 0

0 hy

 !
; hj ¼ 4bsj 5

3N

� �1
5

, and k,n are the hill function coefficients, set to 8,2

respectively. We checked whether the location of the maxima of M *xð Þ is close to the computed
position of the archetypes. This served as a qualitative check for enrichment.

Downloadable software for Pareto task inference for biological datasets
A software package that fits polytopes to biological datasets, finds their significance, and com-
putes features such as gene categories enriched near each archetype [33] can be found at http://
wws.weizmann.ac.il/mcb/UriAlon/download/ParTI.

Supporting Information
S1 Fig. Removing up to 25% of the cells or the genes in the intestinal dataset has only a
small effect on archetype positions. Relative error in archetypes is plotted as function of the
fraction of cells (a) and genes (b) that were removed. The relative error was computed as the dis-
tance between the original archetypes position to the position of the archetypes that were com-
puted after taking out the cells/genes with the lowest expression, normalized by the mean distance
between all pairs of the original archetypes (which is a typical distance scale of the dataset).
(EPS)

S2 Fig. Archetypal analysis is more robust to data sampling than clustering for the present
dataset. Real data and two bootstrapping instances and their k-means clustering (color indicates
cluster) show that cluster boundaries vary with resampling. For example, the red cell marked by
a red arrow, is assigned to different clusters in different datasets created by bootstrapping
(resampling of the data with replacement). In contrast, in archetypal analysis (bottom row, same
bootstrapping instances as in top row) cells are defined by their distance from the archetypes
(blue arrows), which is more robust to the sampling of the data, as quantified in S3 and S4 Figs.
(PDF)

S3 Fig. Description of cells by archetypal analysis is more robust to data sampling than
clustering or PCA. 1,000 datasets were created by bootstrapping the data. Each dataset was
clustered using k-means, UPGMA hierarchical clustering and self-organizing map with 2X2
grid, as well as analyzed by PCA and by archetypal analysis (AA). Each of the data points is a
76-dimensional gene expression vector for one cell~c. The different methods offer an approxi-

mated description ~~c for each cell: a convex combination of the 4 archetypes (AA), a linear
combination of the 3PCs (PCA), or the centroid of the cluster the cell is assigned to (clustering
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techniques). We computed the normalized standard deviation (SD) of the description of each

cell ~~c by each method over the bootstrapped datasets (S1C and S1J Text). (a) Percentage of
cells with normalized standard deviation larger than 0.3 in archetypal analysis, the 3 clustering
methods and PCA. (b) Cells are colored by the normalized SD of their descriptions by each of
the methods (white = small SD, black = large SD). Cells in the middle of the data cloud show
large variations in clustering assignment (dark colors).
(EPS)

S4 Fig. Distribution of standard deviation of archetypal analysis description of cells has a
short tail compared to other methods.Histograms of the normalized SD upon bootstrapping,
computed as described in S1C and S1J Text. Brown—archetypal analysis, yellow—k-means,
light blue—hierarchical clustering (UPGMA), dark blue—self-organizing map (SOM), green—
PCA. Archetypal analysis shows the distribution with the shortest tail, i.e. in AA description
there are much fewer cells whose description is strongly dependent on the sampling of the data
compared to the other methods.
(EPS)

S5 Fig. Intestinal cells tetrahedron archetypes are enriched with known cell types marker
genes. Examples of 1-dimensional and 2-dimensional enrichment plots show enrichment of
marker genes near each intestinal archetype. (a) The goblet cell marker MUC2 [97] (b) The
stem cell marker LGR5 [45] (c) The gene NODAL, a marker for the new group of Nodal cells
described here. Enrichment was computed as described in Methods: 1D Gene enrichment at
archetypes and Methods: 2D Gene enrichment at archetypes.
(EPS)

S6 Fig. Axin2 levels, a proxy for the height of the cell in the crypt, reveal the developmental
path of intestinal crypt cells. a. Axin2 levels in the intestinal cells tetrahedron, projected on
the PC1-PC2 plane. b. Axin2 levels in cells taken only from the bottom of the crypt, projected
on PC1-PC2 plain (PCA was performed on each group of cells separately). Grey color means
value of zero (high in crypt).
(EPS)

S7 Fig. Intestinal cells colored byWanderlust pseudo-temporal order suggest differentiation
direction from stem cells to mature cells. a. All cells projected on PC1-PC2 plain. b. progenitor
cells projected on their PC1-PC2 plain. Inset: AXIN2 levels in progenitors cells. Grey points
value is zero (i.e. high in crypt). Wanderlust is an algorithm for pseudo-temporal ordering [80].
(EPS)

S8 Fig. Good statistical significance for a tetrahedron requires a few tens of points and
improves rapidly with number of data points. Points were uniformly sampled from a unit tet-
rahedron, and p-value for a tetrahedron was computed based on these samples, as described in
Methods: Statistical significance of best fit polytopes. Error bars represent standard error from
12 repeats.
(EPS)

S9 Fig. Intestinal progenitor tetrahedron archetype gene profiles show expression of task-
specific genes. Archetype gene expression profiles for intestinal progenitor cells measured by
single-cell qPCR. Zero level represents the average expression of each gene in the dataset. Tet-
rahedron summarizes the results of AA and enrichment analysis which suggest 4 tasks corre-
sponding to the archetypes: 1. Stemness, 2. Activate cell-type specific genes 3. Stop dividing, 4.
Reduce global expression.
(EPS)
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S10 Fig. Mouse and human archetype gene profiles are highly correlated. Each data point
represents the expression level of a gene from an archetype. There are 72 data points, 3 data
points for each gene (one for each archetype in the triangle), that is 24 data points for each
archetype. Correlation and p-value are shown. Enriched genes in archetypes are shown in Fig 5.
(EPS)

S11 Fig. Cancer cells re-inhabit the Pareto front spanned by normal bottom crypt cells. a.
Cancer cells (red) projected onto the space spanned by the first 2 PCs of normal cells (blue).
The archetypes and enriched genes relate to the normal cells. The cells are the same cells which
appear in Fig 5b (however Fig 5b compares mouse to human and therefore uses only a subset
of the genes—those common to the mouse and human data). b. Variance explained by first k
principal components suggests that effective data dimensionality is two. Green line: variance
explained by PCA of shuffled data. Points represent mean values. Error bars, which represent
95% confidence intervals, are smaller than line width.
(EPS)

S12 Fig. Single-cell mass cytometry data falls inside a 4D simplex with 5 vertices. (a) Vari-
ance explained by first k principal components suggests that effective data dimensionality is
four. Green line: variance explained by PCA of shuffled data (Methods: Determining the num-
ber of archetypes). Points represent mean values. Error bars, which represent 95% confidence
intervals, are smaller than line width. (b) Explained variance of best fit polytopes with k = 2–11
vertices suggests that quality of fit saturates at k = 5–6 vertices. Polytopes were found in the full
31D space using PCHA algorithm. (c) Projections of the best fit 4D simplex archetypes and the
data on all the PC pairs (see Fig 6 for projection on the first 3 PCs).
(EPS)

S13 Fig. Single-cell mass cytometry data archetypes are enriched with known cell type
markers. Shown are enrichment curves for selected surface markers: CD45, CD3, CD19,
CD20, CD4, CD8, and CD11b. Cells were divided into equal sized bins according to their dis-
tance from each archetype. Each marker expression was measured in these bins, resulting in 5
curves for each marker—one for each archetype: blue—archetype 1, orange—archetype 2, yel-
low—archetype 3, purple—archetype 4, green—archetype 5. For more details See S1G Text.
For the complete list of enriched genes in each archetype see S5 Table.
(EPS)

S14 Fig. Archetype gene expression profiles of bone marrow single-cell mass cytometry
data indicate known cell types. Gene expression profiles of bone marrow single cell data
acquired by single-cell mass cytometry [13,98]. Shown are log fold expression levels, zero level
represents each gene’s average expression in the data set. S5 Table presents the list of enriched
genes in every archetype.
(EPS)

S15 Fig. Unidentified clusters in viSNE analysis of bone marrow cells correspond to cells
found in the middle of the 4D simplex. viSNE analysis of the data carried by [13], colored by
distance of cells from the archetypes in the 4d simplex (blue—closest cells to CD4 T-cells
archetype; red—closest cells to monocytes archetype; yellow—closest cells to non-leukocyte
archetype; purple—closest cells to CD8 T-cells archetype; green—closest cells to B cells arche-
type; gray—cells which are found in the middle of the simplex). Unidentified clusters in the
viSNE analysis (not shown, see [13]) correspond to cells found in the middle of the tetrahe-
dron, suggesting they are intermediates between known cell types.
(EPS)
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S16 Fig. Uniformity of the distribution of cell states varies between tissues. The similarity to a
uniform distribution within the convex hull of the data was assessed for each data set. Data was
projected on its first 3PCs. Local density ρL was computed as the mean density in a sphere of vol-
ume V around each datapoint, where V is the convex hull volume divided by the number of data-
points N. This process was repeated for a uniform distribution of points, yielding ρU. Non-
uniformity is defined as¼ rL

rU
. Note that this definition controls for edge effects for points on

the convex hull. A value of ρ = 1 is consistent with perfectly uniform data (green line), and higher
values of ρ indicate more clumped or clustered data (see S1I Text). Mean values and error bars
were calculated by sampling N uniformly distributed random points 10 times for each dataset.
(EPS)

S17 Fig. Archetypal analysis description of the data is more constrained than that of princi-
pal component analysis. Description by the 3 first PCs forces the data into a 3-dimensional
space (left panel). Archetypal analysis description forces the data to be in a closed 3-d simplex,
and hence is far more limiting (right panel). Thus, the fact that a 3D simplex (a tetrahedron)
explains almost all of the variance that is explained by the first 3 PCs is remarkable.
(EPS)

S18 Fig. Principal component vectors are not the same as the archetype profiles. Shown are
the 3 PC vectors expression profiles (normalized to have norm 1). 0 represents each gene aver-
age value. Comparison to Fig 3 shows the differences from the archetype profiles. PC1 for
example is composed roughly of archetype 3 (stem cells) minus archetype 1 (enterocytes), etc.
No PC is dominated by the Nodal cells typical group of genes (true also for higher order PCs).
For more details see S1J Text.
(EPS)

S19 Fig. Principal component vectors are composed of a mixture of the archetypes. Arche-
type projections on the first 6 PCs. Heat map intensity represents a scalar product of archetypes
and PCs. Note that PCs 1–3 are composed of a combination of the archetypes, and there is no
one-to-one correlation between any pair of archetype and PC. PCs 4–6 do not contribute to
further separation between the archetypes.
(EPS)

S20 Fig. Increasing the number of archetypes may reveal more subtle trends. The archetypes
split as additional archetypes are added to the analysis. The archetypes tree was generated by fit-
ting the data to n archetypes and computing their Euclidean distance, in the 76-dimensional gene
expression space, from the n-1 archetypes whose positions were computed before. Characteriza-
tion of these archetypes was then done by carrying a leave-1-out enrichment analysis (Methods:
1D Gene enrichment at archetypes), and inspecting the enriched genes, shown in S7 Table.
(PDF)

S21 Fig. Intestinal dataset shows bimodal technical error at low expression. (a) Scatter plot
for gene with two primers (DLL4) shows high correlation between primers at high expression,
and bimodal all/none type expression at low levels. (b) Probability that one primer shows zero
expression as a function of expression of the other primer.
(EPS)

S22 Fig. Number of enriched genes is weakly dependent on number of bins in the leave-
one-out enrichment analysis. Analysis was performed on human intestinal dataset. Shown is
the number of enriched genes at each archetype when carrying a leave-1-out enrichment analy-
sis as described in Methods: 1D Gene enrichment at archetypes, using different bin sizes.
(EPS)
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S23 Fig. Explained variance curves suggest that dendritic cell RNA-Seq data is embedded in
a 5D space. a. Explained variance of best fit polytopes with k = 2–11 vertices suggests that qual-
ity of fit saturates at k = 6 vertices. Polytopes were found in the full 500D space using PCHA
algorithm. b. PCA eigenvalues loadings of real data (blue) vs. shuffled data (orange) suggest
that the data can be approximated by a 5D space. Explained variance in both cases was com-
puted as described in Methods: Determining the number of archetypes.
(EPS)

S24 Fig. Single-cell RNA-Seq dendritic cell data archetypes have distinct gene expression
profiles. Archetype gene expression profiles of dendritic cells stimulated with LPS, acquired by
single-cell RNA-Seq [3]. Shown for each archetype are expression levels, normalized as
described in Methods: Preprocessing and normalization of single-cell RNA-Seq data, of the 50
genes which deviate the most from their average expression level. Zero level represents each
gene’s average expression in the data set. S6 Table presents the list of enriched functional gene
groups in every archetype.
(EPS)

S1 Table. Archetype positions are robust to the sampling of the data. Shown are errors in
archetypes, computed based on 1,000 bootstrapped sets of the data. New set of archetypes was
computed for each of these sets, resulting in 4 “clouds”, one around each archetype. The error is
defined as the standard deviation divided by the distance of the center of the cloud from the origin.
Shown are errors for the 3 first principal axes of noise for each of the archetypes (different axes for
each archetype), and the mean error. (a) For the intestinal cells tetrahedron, (b) for intestinal pro-
genitor cells tetrahedron. Visualization of these results can be seen in Figs 2c and 4b respectively.
(DOCX)

S2 Table. Intestinal cells tetrahedron archetypes are enriched with specific sets of genes.
Results of a leave-1-out enrichment analysis, carried as described in Methods: 1D enrichment
at archetypes, using 10 bins and demanding p-value< 0.001 using Wilcoxon rank-sum statisti-
cal test.
(DOCX)

S3 Table. When analyzed separately, mature intestinal cell types do not fall in a statistically-
significant 2-4D polytope in gene expression space, in contrast to progenitor cells. Shown
are p-values for each cell type to fall in a polytope with k vertices, k = 3–5. Enterocytes, goblet
cells and nodal cells do not fall in a statistically significant polytope (all p-values>0.15), while
progenitor cells fall in significant tetrahedron and triangle but not in a polytope with 5 vertices.
P-values were computed as described in Methods: Statistical significance of best fit polytopes.
(DOCX)

S4 Table. Intestinal progenitor cells archetypes are enriched with specific sets of genes.
Results of a leave-1-out enrichment analysis, carried on intestinal progenitor cells tetrahedron
as described in Methods: 1D enrichment at archetypes, using 5 bins and demanding p-value
< 0.001 using Wilcoxon rank-sum statistical test.
(DOCX)

S5 Table. Bone marrow cells leave-1-out enrichment reveals enriched genes at archetypes.
Results of a leave-1-out enrichment analysis, carried on human bone marrow cells protein
expression data, acquired by single-cell mass cytometry. Enrichment was computed as
described in Methods: 1D enrichment at archetypes, using 10 bins and demanding p-value
< 0.001 using Wilcoxon rank-sum statistical test.
(DOCX)
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S6 Table. Dendritic cells archetypes are enriched with robust specific functional gene
groups. Functional gene groups (MSigDB gene sets [66]) enriched at archetypes and their sig-
nificance levels. The functional categories that appear in this list were found to be robust to
bootstrapping—they were enriched in the same archetype in 80% or more of 100 bootstrapped
datasets (created by resampling with replacement of the original data, archetypes were com-
puted again for each bootstrapped dataset). The p-value threshold to define significance was
set using Benjamini-Hochberg test (FDR<0.1) to prevent multi-hypothesis testing error.
(XLSX)

S7 Table. Enriched genes at archetypes were used to identify the splitting archetypes in S20
Fig. Leave-1-out enrichment results (Methods: 1D enrichment at archetypes, bin size = 0.1,
demanding p-value lower than 0.001 using Rank-sum test) when looking for k = 2–6 arche-
types for intestinal cells data. Archetypes titles in S20 Fig were given based on these results.
(XLSX)

S1 Text. Extended methods and results.

A. Estimation of technical noise and bimodality in the intestinal cell dataset

B. Robustness of archetypes to the sampling of the data, intestinal dataset

C. Comparison of archetypal analysis to clustering methods

D. Definition of cell types in the intestinal dataset

E. Effect of sample size on the statistical significance of polytopes

F. Analysis of a single-cell qPCR dataset of a human colon cancer xenograft from a single can-
cer cell

G. Analysis of a single-cell mass cytometry dataset from human bone marrow

H. Analysis of single-cell RNA-Seq data for stimulated mouse spleen dendritic cell

I. Uniformity of the distribution of cell states varies between tissues

J. Comparison of archetypal analysis to principal component analysis

K. Increasing the number of archetypes may reveal subtle trends
(DOCX)

S1 Dataset. Human intestinal cells gene expression obtained by single-cell qPCR, from
Dalerba et al 2011, after processing and normalization as described in Methods: Prepro-
cessing and normalization of single-cell qPCR data.
(CSV)

S2 Dataset. Human intestinal cell progenitors gene expression obtained by single-cell
qPCR, from Dalerba et al 2011, after processing and normalization as described in Meth-
ods: Preprocessing and normalization of single-cell qPCR data. The cells analyzed here are a
subset of the cells presented in S1 Dataset, chosen as described in S1D Text.
(CSV)

S3 Dataset. Mouse intestinal cells gene expression obtained by single-cell qPCR, from
Rothenberg et al 2012, after processing and normalization as described in Methods: Pre-
processing and normalization of single-cell qPCR data.
(CSV)
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S4 Dataset. Human cancer xenograft in mouse gene expression obtained by single-cell
qPCR, from Dalerba et al 2011, after processing and normalization as described in Meth-
ods: Preprocessing and normalization of single-cell qPCR data, S1F Text.
(CSV)

S5 Dataset. Human bone marrow gene expression obtained by single-cell mass cytometry,
from Bendall et al 2011, Amir et al 2013, after processing and normalization as described
in Methods: Preprocessing and normalization of single-cell mass cytometry data, S1G Text.
(CSV)

S6 Dataset. LPS stimulated dendritic cells gene expression obtained by single-cell RNA-Seq,
from Jaitin et al 2014, after processing and normalization as described in Methods: Prepro-
cessing and normalization of single-cell RNA-Seq data, S1H Text.
(CSV)

S7 Dataset. Human intestinal cells gene expression obtained by single-cell qPCR, from
Dalerba et al 2011, no further processing and normalization. This dataset includes 34 genes
not included in the original publication, kindly provided by Dalerba et al.
(XLSX)

Acknowledgments
We thank Shalev Itzkovitz, Steffen Jung, Caterina Curato, Nir Drayman, Benjamin Towbin,
Shlomit Reich-Zeliger, Amos Tanay, Ido Amit, Ephraim Kenigsberg, Piero Dalerba, Dana Pe’er
and Xiling Shen for discussions and for helpful remarks on earlier versions of this manuscript.
We thank Piero Dalerba, Michael F Clarke and Stephen R Quake for sharing unpublished data.

Author Contributions
Conceived and designed the experiments: YK TK UA. Performed the experiments: TK. Ana-
lyzed the data: YK TK UA. Contributed reagents/materials/analysis tools: PS YH HS JH AM
MER. Wrote the paper: YK UA.

References
1. Blainey PC, Quake SR. Dissecting genomic diversity, one cell at a time. Nat Methods. 2014; 11: 19–21.

PMID: 24524132

2. Dalerba P, Kalisky T, Sahoo D, Rajendran PS, Rothenberg ME, Leyrat AA, et al. Single-cell dissection
of transcriptional heterogeneity in human colon tumors. Nat Biotechnol. 2011; 29: 1120–1127. doi: 10.
1038/nbt.2038 PMID: 22081019

3. Jaitin DA, Kenigsberg E, Keren-Shaul H, Elefant N, Paul F, Zaretsky I, et al. Massively Parallel Single-
Cell RNA-Seq for Marker-Free Decomposition of Tissues into Cell Types. Science. 2014; 343: 776–
779. doi: 10.1126/science.1247651 PMID: 24531970

4. Landry ZC, Giovanonni SJ, Quake SR, Blainey PC. Optofluidic cell selection from complex microbial
communities for single-genome analysis. Methods Enzymol. 2013; 531: 61–90. doi: 10.1016/B978-0-
12-407863-5.00004-6 PMID: 24060116

5. Sanchez-Freire V, Ebert AD, Kalisky T, Quake SR, Wu JC. Microfluidic single-cell real-time PCR for
comparative analysis of gene expression patterns. Nat Protoc. 2012; 7: 829–838. doi: 10.1038/nprot.
2012.021 PMID: 22481529

6. Shalek AK, Satija R, Shuga J, Trombetta JJ, Gennert D, Lu D, et al. Single-cell RNA-seq reveals
dynamic paracrine control of cellular variation. Nature. 2014; 510: 363–369. doi: 10.1038/nature13437
PMID: 24919153

7. Shalek AK, Satija R, Adiconis X, Gertner RS, Gaublomme JT, Raychowdhury R, et al. Single-cell tran-
scriptomics reveals bimodality in expression and splicing in immune cells. Nature. 2013; 498: 236–240.
doi: 10.1038/nature12172 PMID: 23685454

Geometry of the Gene Expression Space of Individual Cells

PLOS Computational Biology | DOI:10.1371/journal.pcbi.1004224 July 10, 2015 23 / 27

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pcbi.1004224.s036
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pcbi.1004224.s037
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pcbi.1004224.s038
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pcbi.1004224.s039
http://www.ncbi.nlm.nih.gov/pubmed/24524132
http://dx.doi.org/10.1038/nbt.2038
http://dx.doi.org/10.1038/nbt.2038
http://www.ncbi.nlm.nih.gov/pubmed/22081019
http://dx.doi.org/10.1126/science.1247651
http://www.ncbi.nlm.nih.gov/pubmed/24531970
http://dx.doi.org/10.1016/B978-0-12-407863-5.00004-6
http://dx.doi.org/10.1016/B978-0-12-407863-5.00004-6
http://www.ncbi.nlm.nih.gov/pubmed/24060116
http://dx.doi.org/10.1038/nprot.2012.021
http://dx.doi.org/10.1038/nprot.2012.021
http://www.ncbi.nlm.nih.gov/pubmed/22481529
http://dx.doi.org/10.1038/nature13437
http://www.ncbi.nlm.nih.gov/pubmed/24919153
http://dx.doi.org/10.1038/nature12172
http://www.ncbi.nlm.nih.gov/pubmed/23685454


8. Islam S, Kjällquist U, Moliner A, Zajac P, Fan J-B, Lönnerberg P, et al. Characterization of the single-
cell transcriptional landscape by highly multiplex RNA-seq. Genome Res. 2011; 21: 1160–1167. doi:
10.1101/gr.110882.110 PMID: 21543516

9. Tang F, Barbacioru C, Wang Y, Nordman E, Lee C, Xu N, et al. mRNA-Seq whole-transcriptome analy-
sis of a single cell. Nat Methods. 2009; 6: 377–382. doi: 10.1038/nmeth.1315 PMID: 19349980

10. Ramsköld D, Luo S, Wang Y-C, Li R, Deng Q, Faridani OR, et al. Full-length mRNA-Seq from single-
cell levels of RNA and individual circulating tumor cells. Nat Biotechnol. 2012; 30: 777–782. PMID:
22820318

11. McDavid A, Finak G, Chattopadyay1 PK, Dominguez M, Lamoreaux L, Ma SS, et al. Data exploration,
quality control and testing in single-cell qPCR-based gene expression experiments. Bioinformatics.
2013; 29: 461–467. doi: 10.1093/bioinformatics/bts714

12. McDavid A, Dennis L, Danaher P, Finak G, Krouse M, Wang A, et al. Modeling Bi-modality Improves
Characterization of Cell Cycle on Gene Expression in Single Cells. PLoS Comput Biol. 2014; 10:
e1003696. doi: 10.1371/journal.pcbi.1003696 PMID: 25032992

13. Amir ED, Davis KL, Tadmor MD, Simonds EF, Levine JH, Bendall SC, et al. viSNE enables visualiza-
tion of high dimensional single-cell data and reveals phenotypic heterogeneity of leukemia. Nat Bio-
technol. 2013; 31: 545–552. doi: 10.1038/nbt.2594 PMID: 23685480

14. Eberwine J, Sul J-Y, Bartfai T, Kim J. The promise of single-cell sequencing. Nat Methods. 2014; 11:
25–27. PMID: 24524134

15. Klein AM, Simons BD. Universal patterns of stem cell fate in cycling adult tissues. Development. 2011;
138: 3103–3111. doi: 10.1242/dev.060103 PMID: 21750026

16. Rosenfeld N, Young JW, Alon U, Swain PS, Elowitz MB. Gene regulation at the single-cell level. Sci-
ence. 2005; 307: 1962–1965. PMID: 15790856

17. Trapnell C, Cacchiarelli D, Grimsby J, Pokharel P, Li S, Morse M, et al. The dynamics and regulators of
cell fate decisions are revealed by pseudotemporal ordering of single cells. Nat Biotechnol. 2014; 32:
381–386. doi: 10.1038/nbt.2859 PMID: 24658644

18. Wunderlich Z, DePace AH. Modeling transcriptional networks in Drosophila development at multiple
scales. Curr Opin Genet Dev. 2011; 21: 711–718. doi: 10.1016/j.gde.2011.07.005 PMID: 21889888

19. Zeisel A, Muñoz-Manchado AB, Codeluppi S, Lönnerberg P, Manno GL, Juréus A, et al. Cell types in
the mouse cortex and hippocampus revealed by single-cell RNA-seq. Science. 2015; 347: 1138–1142.
doi: 10.1126/science.aaa1934 PMID: 25700174

20. Usoskin D, Furlan A, Islam S, Abdo H, Lönnerberg P, Lou D, et al. Unbiased classification of sensory
neuron types by large-scale single-cell RNA sequencing. Nat Neurosci. 2015; 18: 145–153. doi: 10.
1038/nn.3881 PMID: 25420068

21. Kim DH, Marinov GK, Pepke S, Singer ZS, He P, Williams B, et al. Single-cell transcriptome analysis
reveals dynamic changes in lncRNA expression during reprogramming. Cell Stem Cell. 2015; 16: 88–
101. doi: 10.1016/j.stem.2014.11.005 PMID: 25575081

22. Alon U, Barkai N, Notterman DA, Gish K, Ybarra S, Mack D, et al. Broad patterns of gene expression
revealed by clustering analysis of tumor and normal colon tissues probed by oligonucleotide arrays.
Proc Natl Acad Sci. 1999; 96: 6745–6750. PMID: 10359783

23. Eisen MB, Spellman PT, Brown PO, Botstein D. Cluster analysis and display of genome-wide expres-
sion patterns. Proc Natl Acad Sci. 1998; 95: 14863–14868. PMID: 9843981

24. Antebi YE, Reich-Zeliger S, Hart Y, Mayo A, Eizenberg I, Rimer J, et al. Mapping Differentiation under
Mixed Culture Conditions Reveals a Tunable Continuum of T Cell Fates. PLoS Biol. 2013; 11:
e1001616. doi: 10.1371/journal.pbio.1001616 PMID: 23935451

25. Bendall SC, Simonds EF, Qiu P, Amir ED, Krutzik PO, Finck R, et al. Single-Cell Mass Cytometry of Dif-
ferential Immune and Drug Responses Across a Human Hematopoietic Continuum. Science. 2011;
332: 687–696. doi: 10.1126/science.1198704 PMID: 21551058

26. Newell EW, Sigal N, Bendall SC, Nolan GP, Davis MM. Cytometry by time-of-flight shows combinatorial
cytokine expression and virus-specific cell niches within a continuum of CD8+ T cell phenotypes. Immu-
nity. 2012; 36: 142–152. doi: 10.1016/j.immuni.2012.01.002 PMID: 22265676

27. Hough SR, Laslett AL, Grimmond SB, Kolle G, Pera MF. A continuum of cell states spans pluripotency
and lineage commitment in human embryonic stem cells. PloS One. 2009; 4: e7708. d doi: 10.1371/
journal.pone.0007708 PMID: 19890402

28. Shoval O, Sheftel H, Shinar G, Hart Y, Ramote O, Mayo A, et al. Evolutionary Trade-Offs, Pareto Opti-
mality, and the Geometry of Phenotype Space. Science. 2012; 336: 1157–1160. doi: 10.1126/science.
1217405 PMID: 22539553

29. Oster GF, Wilson EO. Caste and Ecology in the Social Insects. Princeton University Press; 1978.
PMID: 740003

Geometry of the Gene Expression Space of Individual Cells

PLOS Computational Biology | DOI:10.1371/journal.pcbi.1004224 July 10, 2015 24 / 27

http://dx.doi.org/10.1101/gr.110882.110
http://www.ncbi.nlm.nih.gov/pubmed/21543516
http://dx.doi.org/10.1038/nmeth.1315
http://www.ncbi.nlm.nih.gov/pubmed/19349980
http://www.ncbi.nlm.nih.gov/pubmed/22820318
http://dx.doi.org/10.1093/bioinformatics/bts714
http://dx.doi.org/10.1371/journal.pcbi.1003696
http://www.ncbi.nlm.nih.gov/pubmed/25032992
http://dx.doi.org/10.1038/nbt.2594
http://www.ncbi.nlm.nih.gov/pubmed/23685480
http://www.ncbi.nlm.nih.gov/pubmed/24524134
http://dx.doi.org/10.1242/dev.060103
http://www.ncbi.nlm.nih.gov/pubmed/21750026
http://www.ncbi.nlm.nih.gov/pubmed/15790856
http://dx.doi.org/10.1038/nbt.2859
http://www.ncbi.nlm.nih.gov/pubmed/24658644
http://dx.doi.org/10.1016/j.gde.2011.07.005
http://www.ncbi.nlm.nih.gov/pubmed/21889888
http://dx.doi.org/10.1126/science.aaa1934
http://www.ncbi.nlm.nih.gov/pubmed/25700174
http://dx.doi.org/10.1038/nn.3881
http://dx.doi.org/10.1038/nn.3881
http://www.ncbi.nlm.nih.gov/pubmed/25420068
http://dx.doi.org/10.1016/j.stem.2014.11.005
http://www.ncbi.nlm.nih.gov/pubmed/25575081
http://www.ncbi.nlm.nih.gov/pubmed/10359783
http://www.ncbi.nlm.nih.gov/pubmed/9843981
http://dx.doi.org/10.1371/journal.pbio.1001616
http://www.ncbi.nlm.nih.gov/pubmed/23935451
http://dx.doi.org/10.1126/science.1198704
http://www.ncbi.nlm.nih.gov/pubmed/21551058
http://dx.doi.org/10.1016/j.immuni.2012.01.002
http://www.ncbi.nlm.nih.gov/pubmed/22265676
http://dx.doi.org/10.1371/journal.pone.0007708
http://dx.doi.org/10.1371/journal.pone.0007708
http://www.ncbi.nlm.nih.gov/pubmed/19890402
http://dx.doi.org/10.1126/science.1217405
http://dx.doi.org/10.1126/science.1217405
http://www.ncbi.nlm.nih.gov/pubmed/22539553
http://www.ncbi.nlm.nih.gov/pubmed/740003


30. Sheftel H, Shoval O, Mayo A, Alon U. The geometry of the Pareto front in biological phenotype space.
Ecol Evol. 2013; 3: 1471–1483. doi: 10.1002/ece3.528 PMID: 23789060

31. Farnsworth KD, Niklas KJ. Theories of Optimization, Form and Function in Branching Architecture in
Plants. Funct Ecol. 1995; 9: 355–363.

32. Durier R, Michelot C. Sets of efficient points in a normed space. J Math Anal Appl. 1986; 117: 506–528.

33. Hart Y, Sheftel H, Hausser J, Szekely P, Ben-Moshe NB, Korem Y, et al. Inferring biological tasks using
Pareto analysis of high-dimensional data. Nat Methods. 2015;advance online publication.

34. Gallagher T, Bjorness T, Greene R, You Y-J, Avery L. The Geometry of Locomotive Behavioral States
in C. elegans. PLoS ONE. 2013; 8: e59865. doi: 10.1371/journal.pone.0059865 PMID: 23555813

35. Kavanagh KD, Shoval O, Winslow BB, Alon U, Leary BP, Kan A, et al. Developmental bias in the evolu-
tion of phalanges. Proc Natl Acad Sci U S A. 2013; 110: 18190–18195. doi: 10.1073/pnas.1315213110
PMID: 24151335

36. Szekely P, Sheftel H, Mayo A, Alon U. Evolutionary Tradeoffs between Economy and Effectiveness in
Biological Homeostasis Systems. PLoS Comput Biol. 2013; 9: e1003163. doi: 10.1371/journal.pcbi.
1003163 PMID: 23950698

37. Rothenberg ME, Nusse Y, Kalisky T, Lee JJ, Dalerba P, Scheeren F, et al. Identification of a cKit(+)
colonic crypt base secretory cell that supports Lgr5(+) stem cells in mice. Gastroenterology. 2012; 142:
1195–1205.e6. doi: 10.1053/j.gastro.2012.02.006 PMID: 22333952

38. Simons BD, Clevers H. Stem cell self-renewal in intestinal crypt. Exp Cell Res. 2011; 317: 2719–2724.
doi: 10.1016/j.yexcr.2011.07.010 PMID: 21787769

39. Clevers H. The Intestinal Crypt, A Prototype Stem Cell Compartment. Cell. 2013; 154: 274–284. doi:
10.1016/j.cell.2013.07.004 PMID: 23870119

40. Mørup M, Hansen LK. Archetypal analysis for machine learning and data mining. Neurocomputing.
2012; 80: 54–63.

41. Fischer H, Stenling R, Rubio C, Lindblom A. Differential expression of aquaporin 8 in human colonic
epithelial cells and colorectal tumors. BMC Physiol. 2001; 1: 1. PMID: 11231887

42. Höglund P, Haila S, Socha J, Tomaszewski L, Saarialho-Kere U, Karjalainen-Lindsberg M-L, et al.
Mutations of the Down—regulated in adenoma (DRA) gene cause congenital chloride diarrhoea. Nat
Genet. 1996; 14: 316–319. PMID: 8896562

43. Jiao Y-F, Nakamura S, Sugai T, Yamada N, HabanoW. Serrated Adenoma of the Colorectum Under-
goes a Proliferation versus Differentiation Process: New Conceptual Interpretation of Morphogenesis.
Oncology. 2008; 74: 127–134. doi: 10.1159/000151359 PMID: 18708730

44. Koslowski M, Sahin U, Dhaene K, Huber C, Türeci O. MS4A12 is a colon-selective store-operated cal-
cium channel promoting malignant cell processes. Cancer Res. 2008; 68: 3458–3466. doi: 10.1158/
0008-5472.CAN-07-5768 PMID: 18451174

45. Barker N, van Es JH, Kuipers J, Kujala P, van den Born M, Cozijnsen M, et al. Identification of stem cells
in small intestine and colon by marker gene Lgr5. Nature. 2007; 449: 1003–1007. PMID: 17934449

46. Bettess MD, Dubois N, Murphy MJ, Dubey C, Roger C, Robine S, et al. c-Myc is required for the forma-
tion of intestinal crypts but dispensable for homeostasis of the adult intestinal epithelium. Mol Cell Biol.
2005; 25: 7868–7878. PMID: 16107730

47. Van der Flier LG, van Gijn ME, Hatzis P, Kujala P, Haegebarth A, Stange DE, et al. Transcription Factor
Achaete Scute-Like 2 Controls Intestinal Stem Cell Fate. Cell. 2009; 136: 903–912. doi: 10.1016/j.cell.
2009.01.031 PMID: 19269367

48. Kosinski C, Li VSW, Chan ASY, Zhang J, Ho C, Tsui WY, et al. Gene expression patterns of human
colon tops and basal crypts and BMP antagonists as intestinal stem cell niche factors. Proc Natl Acad
Sci. 2007; 104: 15418–15423. PMID: 17881565

49. Munoz J, Stange DE, Schepers AG, van deWetering M, Koo B- K, Itzkovitz S, et al. The Lgr5 intestinal
stem cell signature: robust expression of proposed quiescent “+4” cell markers. EMBO J. 2012; 31:
3079–3091. doi: 10.1038/emboj.2012.166 PMID: 22692129

50. Gregorieff A, Stange DE, Kujala P, Begthel H, van den Born M, Korving J, et al. The ets-domain tran-
scription factor Spdef promotes maturation of goblet and paneth cells in the intestinal epithelium.
Gastroenterology. 2009; 137: 1333–1345.e1–3. doi: 10.1053/j.gastro.2009.06.044 PMID: 19549527

51. Noah TK, Kazanjian A, Whitsett J, Shroyer NF. SAM pointed domain ETS factor (SPDEF) regulates ter-
minal differentiation and maturation of intestinal goblet cells. Exp Cell Res. 2010; 316: 452–465. doi:
10.1016/j.yexcr.2009.09.020 PMID: 19786015

52. Jho E, Zhang T, Domon C, Joo C-K, Freund J-N, Costantini F. Wnt/beta-catenin/Tcf signaling induces
the transcription of Axin2, a negative regulator of the signaling pathway. Mol Cell Biol. 2002; 22: 1172–
1183. PMID: 11809808

Geometry of the Gene Expression Space of Individual Cells

PLOS Computational Biology | DOI:10.1371/journal.pcbi.1004224 July 10, 2015 25 / 27

http://dx.doi.org/10.1002/ece3.528
http://www.ncbi.nlm.nih.gov/pubmed/23789060
http://dx.doi.org/10.1371/journal.pone.0059865
http://www.ncbi.nlm.nih.gov/pubmed/23555813
http://dx.doi.org/10.1073/pnas.1315213110
http://www.ncbi.nlm.nih.gov/pubmed/24151335
http://dx.doi.org/10.1371/journal.pcbi.1003163
http://dx.doi.org/10.1371/journal.pcbi.1003163
http://www.ncbi.nlm.nih.gov/pubmed/23950698
http://dx.doi.org/10.1053/j.gastro.2012.02.006
http://www.ncbi.nlm.nih.gov/pubmed/22333952
http://dx.doi.org/10.1016/j.yexcr.2011.07.010
http://www.ncbi.nlm.nih.gov/pubmed/21787769
http://dx.doi.org/10.1016/j.cell.2013.07.004
http://www.ncbi.nlm.nih.gov/pubmed/23870119
http://www.ncbi.nlm.nih.gov/pubmed/11231887
http://www.ncbi.nlm.nih.gov/pubmed/8896562
http://dx.doi.org/10.1159/000151359
http://www.ncbi.nlm.nih.gov/pubmed/18708730
http://dx.doi.org/10.1158/0008-5472.CAN-07-5768
http://dx.doi.org/10.1158/0008-5472.CAN-07-5768
http://www.ncbi.nlm.nih.gov/pubmed/18451174
http://www.ncbi.nlm.nih.gov/pubmed/17934449
http://www.ncbi.nlm.nih.gov/pubmed/16107730
http://dx.doi.org/10.1016/j.cell.2009.01.031
http://dx.doi.org/10.1016/j.cell.2009.01.031
http://www.ncbi.nlm.nih.gov/pubmed/19269367
http://www.ncbi.nlm.nih.gov/pubmed/17881565
http://dx.doi.org/10.1038/emboj.2012.166
http://www.ncbi.nlm.nih.gov/pubmed/22692129
http://dx.doi.org/10.1053/j.gastro.2009.06.044
http://www.ncbi.nlm.nih.gov/pubmed/19549527
http://dx.doi.org/10.1016/j.yexcr.2009.09.020
http://www.ncbi.nlm.nih.gov/pubmed/19786015
http://www.ncbi.nlm.nih.gov/pubmed/11809808


53. Bamford RN, Roessler E, Burdine RD, Saplakoğlu U, dela Cruz J, Splitt M, et al. Loss-of-function muta-
tions in the EGF-CFC gene CFC1 are associated with human left-right laterality defects. Nat Genet.
2000; 26: 365–369. PMID: 11062482

54. Dono R, Montuori N, Rocchi M, De Ponti-Zilli L, Ciccodicola A, Persico MG. Isolation and characteriza-
tion of the CRIPTO autosomal gene and its X-linked related sequence. Am J HumGenet. 1991; 49:
555–565. PMID: 1882841

55. Mohapatra B, Casey B, Li H, Ho-Dawson T, Smith L, Fernbach SD, et al. Identification and functional
characterization of NODAL rare variants in heterotaxy and isolated cardiovascular malformations. Hum
Mol Genet. 2009; 18: 861–871. doi: 10.1093/hmg/ddn411 PMID: 19064609

56. Zhou X, Sasaki H, Lowe L, Hogan BLM, Kuehn MR. Nodal is a novel TGF-β-like gene expressed in the
mouse node during gastrulation. Nature. 1993; 361: 543–547. PMID: 8429908

57. Akasaka T, Takahashi N, Suzuki M, Koseki H, Bodmer R, Koga H. MBLR, a new RING finger protein
resembling mammalian Polycomb gene products, is regulated by cell cycle-dependent phosphoryla-
tion. Genes Cells. 2002; 7: 835–850. PMID: 12167161

58. Tukey RH, Strassburg CP. Human UDP-Glucuronosyltransferases: Metabolism, Expression, and Dis-
ease. Annu Rev Pharmacol Toxicol. 2000; 40: 581–616. PMID: 10836148

59. Chiba H, Osanai M, Murata M, Kojima T, Sawada N. Transmembrane proteins of tight junctions. Bio-
chim Biophys Acta BBA—Biomembr. 2008; 1778: 588–600.

60. Bendall SC, Davis KL, Amir ED, Tadmor MD, Simonds EF, Chen TJ, et al. Single-Cell Trajectory Detec-
tion Uncovers Progression and Regulatory Coordination in Human B Cell Development. Cell. 2014;
157: 714–725. doi: 10.1016/j.cell.2014.04.005 PMID: 24766814

61. Schuijers J, van der Flier LG, van Es J, Clevers H. Robust Cre-Mediated Recombination in Small Intes-
tinal Stem Cells Utilizing the Olfm4 Locus. Stem Cell Rep. 2014; 3: 234–241.

62. Choudhury AR, Ju Z, Djojosubroto MW, Schienke A, Lechel A, Schaetzlein S, et al. Cdkn1a deletion
improves stem cell function and lifespan of mice with dysfunctional telomeres without accelerating can-
cer formation. Nat Genet. 2007; 39: 99–105. PMID: 17143283

63. Banchereau J, Briere F, Caux C, Davoust J, Lebecque S, Liu YJ, et al. Immunobiology of dendritic
cells. Annu Rev Immunol. 2000; 18: 767–811. PMID: 10837075

64. Mildner A, Jung S. Development and Function of Dendritic Cell Subsets. Immunity. 2014; 40: 642–656.
doi: 10.1016/j.immuni.2014.04.016 PMID: 24837101

65. Merad M, Sathe P, Helft J, Miller J, Mortha A. The dendritic cell lineage: ontogeny and function of den-
dritic cells and their subsets in the steady state and the inflamed setting. Annu Rev Immunol. 2013; 31:
563–604. doi: 10.1146/annurev-immunol-020711-074950 PMID: 23516985

66. Subramanian A, Tamayo P, Mootha VK, Mukherjee S, Ebert BL, Gillette MA, et al. Gene set enrichment
analysis: A knowledge-based approach for interpreting genome-wide expression profiles. Proc Natl
Acad Sci. 2005; 102: 15545–15550. PMID: 16199517

67. Amit I, Garber M, Chevrier N, Leite AP, Donner Y, Eisenhaure T, et al. Unbiased reconstruction of a
mammalian transcriptional network mediating the differential response to pathogens. Science. 2009;
326: 257–263. doi: 10.1126/science.1179050 PMID: 19729616

68. Kiama SG, Cochand L, Karlsson L, Nicod LP, Gehr P. Evaluation of phagocytic activity in humanmono-
cyte-derived dendritic cells. J Aerosol Med Off J Int Soc Aerosols Med. 2001; 14: 289–299.

69. Condamine T, Le Texier L, Howie D, Lavault A, Hill M, Halary F, et al. Tmem176B and Tmem176A are
associated with the immature state of dendritic cells. J Leukoc Biol. 2010; 88: 507–515. doi: 10.1189/
jlb.1109738 PMID: 20501748

70. Foti M, Granucci F, Aggujaro D, Liboi E, Luini W, Minardi S, et al. Upon dendritic cell (DC) activation
chemokines and chemokine receptor expression are rapidly regulated for recruitment and maintenance
of DC at the inflammatory site. Int Immunol. 1999; 11: 979–986. PMID: 10360972

71. Banchereau J, Steinman RM. Dendritic cells and the control of immunity. Nature. 1998; 392: 245–252.
PMID: 9521319

72. Zanoni I, Ostuni R, Capuano G, Collini M, Caccia M, Ronchi AE, et al. CD14 regulates the dendritic cell
life cycle after LPS exposure through NFAT activation. Nature. 2009; 460: 264–268. doi: 10.1038/
nature08118 PMID: 19525933

73. Kushwah R, Hu J. Dendritic Cell Apoptosis: Regulation of Tolerance versus Immunity. J Immunol.
2010; 185: 795–802. doi: 10.4049/jimmunol.1000325 PMID: 20601611

74. Ripley BD. Modelling spatial patterns. J R Stat Soc. 1977; B39: 172–212.

75. Chao MP, Seita J, Weissman IL. Establishment of a Normal Hematopoietic and Leukemia Stem Cell
Hierarchy. Cold Spring Harb Symp Quant Biol. 2008; sqb.2008.73.031.

Geometry of the Gene Expression Space of Individual Cells

PLOS Computational Biology | DOI:10.1371/journal.pcbi.1004224 July 10, 2015 26 / 27

http://www.ncbi.nlm.nih.gov/pubmed/11062482
http://www.ncbi.nlm.nih.gov/pubmed/1882841
http://dx.doi.org/10.1093/hmg/ddn411
http://www.ncbi.nlm.nih.gov/pubmed/19064609
http://www.ncbi.nlm.nih.gov/pubmed/8429908
http://www.ncbi.nlm.nih.gov/pubmed/12167161
http://www.ncbi.nlm.nih.gov/pubmed/10836148
http://dx.doi.org/10.1016/j.cell.2014.04.005
http://www.ncbi.nlm.nih.gov/pubmed/24766814
http://www.ncbi.nlm.nih.gov/pubmed/17143283
http://www.ncbi.nlm.nih.gov/pubmed/10837075
http://dx.doi.org/10.1016/j.immuni.2014.04.016
http://www.ncbi.nlm.nih.gov/pubmed/24837101
http://dx.doi.org/10.1146/annurev-immunol-020711-074950
http://www.ncbi.nlm.nih.gov/pubmed/23516985
http://www.ncbi.nlm.nih.gov/pubmed/16199517
http://dx.doi.org/10.1126/science.1179050
http://www.ncbi.nlm.nih.gov/pubmed/19729616
http://dx.doi.org/10.1189/jlb.1109738
http://dx.doi.org/10.1189/jlb.1109738
http://www.ncbi.nlm.nih.gov/pubmed/20501748
http://www.ncbi.nlm.nih.gov/pubmed/10360972
http://www.ncbi.nlm.nih.gov/pubmed/9521319
http://dx.doi.org/10.1038/nature08118
http://dx.doi.org/10.1038/nature08118
http://www.ncbi.nlm.nih.gov/pubmed/19525933
http://dx.doi.org/10.4049/jimmunol.1000325
http://www.ncbi.nlm.nih.gov/pubmed/20601611


76. Phillips RL, Ernst RE, Brunk B, Ivanova N, Mahan MA, Deanehan JK, et al. The Genetic Program of
Hematopoietic Stem Cells. Science. 2000; 288: 1635–1640. PMID: 10834841

77. Holldobler B, Wilson EO. The Ants. 1st edition. Cambridge, Mass: Belknap Press; 1990.

78. Huang S, Ingber DE. From Stem Cells to Functional Tissue Architecture. In: MD SS, editor. Stem Cells
Handbook. Humana Press; 2004. pp. 45–56. http://link.springer.com/chapter/10.1007/978-1-59259-
411-5_4

79. Rodríguez-Caso C. Can cell mortality determine division of labor in tissue organization? J Theor Biol.
2013; 332: 161–170. doi: 10.1016/j.jtbi.2013.05.001 PMID: 23665209

80. Bendall SC, Davis KL, Amir E-AD, Tadmor MD, Simonds EF, Chen TJ, et al. Single-cell trajectory
detection uncovers progression and regulatory coordination in human B cell development. Cell. 2014;
157: 714–725. doi: 10.1016/j.cell.2014.04.005 PMID: 24766814

81. Gebhardt R. Metabolic zonation of the liver: regulation and implications for liver function. Pharmacol
Ther. 1992; 53: 275–354. PMID: 1409850

82. Juuti-Uusitalo KM, Kaukinen K, Mäki M, Tuimala J, Kainulainen H. Gene expression in TGFbeta-
induced epithelial cell differentiation in a three-dimensional intestinal epithelial cell differentiation
model. BMCGenomics. 2006; 7: 279. PMID: 17074098

83. Ritsma L, Ellenbroek SIJ, Zomer A, Snippert HJ, de Sauvage FJ, Simons BD, et al. Intestinal crypt
homeostasis revealed at single-stem-cell level by in vivo live imaging. Nature. 2014; 507: 362–365. doi:
10.1038/nature12972 PMID: 24531760

84. Lei J, Levin SA, Nie Q. Mathematical model of adult stem cell regeneration with cross-talk between
genetic and epigenetic regulation. Proc Natl Acad Sci. 2014; 111: E880–E887. doi: 10.1073/pnas.
1324267111 PMID: 24501127

85. Blanpain C, Fuchs E. Plasticity of epithelial stem cells in tissue regeneration. Science. 2014; 344:
1242281. doi: 10.1126/science.1242281 PMID: 24926024

86. Hogan BLM, Barkauskas CE, Chapman HA, Epstein JA, Jain R, Hsia CCW, et al. Repair and Regener-
ation of the Respiratory System: Complexity, Plasticity, and Mechanisms of Lung Stem Cell Function.
Cell Stem Cell. 2014; 15: 123–138. doi: 10.1016/j.stem.2014.07.012 PMID: 25105578

87. Kafri R, Levy J, Ginzberg MB, Oh S, Lahav G, Kirschner MW. Dynamics extracted from fixed cells
reveal feedback linking cell growth to cell cycle. Nature. 2013; 494: 480–483. doi: 10.1038/nature11897
PMID: 23446419

88. Thøgersen JC, Mørup M, Damkiær S, Molin S, Jelsbak L. Archetypal analysis of diverse Pseudomonas
aeruginosa transcriptomes reveals adaptation in cystic fibrosis airways. BMC Bioinformatics. 2013; 14:
279. doi: 10.1186/1471-2105-14-279 PMID: 24059747

89. Morup M, Hansen LK. Archetypal analysis for machine learning. 2010 IEEE International Workshop on
Machine Learning for Signal Processing (MLSP). 2010. pp. 172–177.

90. Jain AK, Murty MN, Flynn PJ. Data Clustering: A Review. ACMComput Surv. 1999; 31: 264–323.

91. Tamayo P, Slonim D, Mesirov J, Zhu Q, Kitareewan S, Dmitrovsky E, et al. Interpreting patterns of gene
expression with self-organizing maps: Methods and application to hematopoietic differentiation. Proc
Natl Acad Sci. 1999; 96: 2907–2912. PMID: 10077610

92. Aghaeepour N, Finak G, Consortium TF, Consortium TD, Hoos H, Mosmann TR, et al. Critical assess-
ment of automated flow cytometry data analysis techniques. Nat Methods. 2013; 10: 228–238. doi: 10.
1038/nmeth.2365 PMID: 23396282

93. Cutler A, Breiman L. Archetypal Analysis. Technometrics. 1994; 36: 338.

94. Pearson K. LIII. On lines and planes of closest fit to systems of points in space. Philos Mag Ser 6. 1901;
2: 559–572.

95. Wilcoxon F. Individual Comparisons by Ranking Methods. Biom Bull. 1945; 1: 80–83.

96. Silverman BW. Density Estimation for Statistics and Data Analysis. CRC Press; 1986.

97. Van der Flier LG, Clevers H. Stem cells, self-renewal, and differentiation in the intestinal epithelium.
Annu Rev Physiol. 2009; 71: 241–260. doi: 10.1146/annurev.physiol.010908.163145 PMID: 18808327

98. Bendall SC, Simonds EF, Qiu P, Amir ED, Krutzik PO, Finck R, et al. Single-Cell Mass Cytometry of Dif-
ferential Immune and Drug Responses Across a Human Hematopoietic Continuum. Science. 2011;
332: 687–696. doi: 10.1126/science.1198704 PMID: 21551058

Geometry of the Gene Expression Space of Individual Cells

PLOS Computational Biology | DOI:10.1371/journal.pcbi.1004224 July 10, 2015 27 / 27

http://www.ncbi.nlm.nih.gov/pubmed/10834841
http://link.springer.com/chapter/10.1007/978-1-59259-411-5_4
http://link.springer.com/chapter/10.1007/978-1-59259-411-5_4
http://dx.doi.org/10.1016/j.jtbi.2013.05.001
http://www.ncbi.nlm.nih.gov/pubmed/23665209
http://dx.doi.org/10.1016/j.cell.2014.04.005
http://www.ncbi.nlm.nih.gov/pubmed/24766814
http://www.ncbi.nlm.nih.gov/pubmed/1409850
http://www.ncbi.nlm.nih.gov/pubmed/17074098
http://dx.doi.org/10.1038/nature12972
http://www.ncbi.nlm.nih.gov/pubmed/24531760
http://dx.doi.org/10.1073/pnas.1324267111
http://dx.doi.org/10.1073/pnas.1324267111
http://www.ncbi.nlm.nih.gov/pubmed/24501127
http://dx.doi.org/10.1126/science.1242281
http://www.ncbi.nlm.nih.gov/pubmed/24926024
http://dx.doi.org/10.1016/j.stem.2014.07.012
http://www.ncbi.nlm.nih.gov/pubmed/25105578
http://dx.doi.org/10.1038/nature11897
http://www.ncbi.nlm.nih.gov/pubmed/23446419
http://dx.doi.org/10.1186/1471-2105-14-279
http://www.ncbi.nlm.nih.gov/pubmed/24059747
http://www.ncbi.nlm.nih.gov/pubmed/10077610
http://dx.doi.org/10.1038/nmeth.2365
http://dx.doi.org/10.1038/nmeth.2365
http://www.ncbi.nlm.nih.gov/pubmed/23396282
http://dx.doi.org/10.1146/annurev.physiol.010908.163145
http://www.ncbi.nlm.nih.gov/pubmed/18808327
http://dx.doi.org/10.1126/science.1198704
http://www.ncbi.nlm.nih.gov/pubmed/21551058

