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Multiomic technologies for analyses of
inborn errors of immunity: from snapshot
of the average cell to dynamic temporal
picture at single-cell resolution
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Abstract

Advances in DNA sequencing technology have significantly impacted human genetics; they have enabled the
analysis of genetic causes of rare diseases, which are usually pathogenic variants in a single gene at the nucleotide
sequence level. However, since the quantity of data regarding the relationship between genotype and phenotype
is insufficient to diagnose some rare immune diseases definitively, genetic information alone cannot help obtain a
mechanistic understanding of the disease etiology. For such cases, exploring the molecular phenotype using
multiomic analyses could be the approach of choice. In this review, we first overview current technologies for
multiomic analysis, particularly focusing on RNA and protein profiling of bulk cell ensembles. We then discuss the
measurement modality and granularity issue because it is critical to design multiomic experiments properly. Next,
we illustrate the importance of bioimaging by describing our experience with the analysis of an autoinflammatory
disease, cryopyrin-associated periodic fever syndrome, which could be caused by low-frequency somatic mosaicism
and cannot be well characterized only by multiomic snapshot analyses of an ensemble of many immune cells. We
found it powerful to complement the multiomic data with bioimaging data that can provide us with indispensable
time-specific dynamic information of every single cell in the “immune cell society.” Because we now have many
measurement tools in different modalities and granularity to tackle the etiology of rare hereditary immune diseases,
we might gain a deeper understanding of the pathogenic mechanisms of these diseases by taking full advantage
of these tools in an integrated manner.
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Background
Recent technological advances have enabled us to ex-
plore disease mechanisms by enumerative induction and
abductive inference in a data-driven manner particularly
when the disease stems from errors of a highly complex
biological system like immunity. Although the term
“omics” is widely used in this context in the scientific

literature [1], its definition is unclear. In this review, we
use the term “multiomics” to describe an integrative
multi-angle analysis of a single sample of interest, which
takes full advantage of advanced technologies in tran-
scriptome and proteome besides genome analysis. We
particularly focus on technical features of protein profil-
ing in addition to those of RNA profiling because the be-
havior of proteins and RNA is a critical parameter for
understanding the etiology of inborn errors of immunity.
However, it should be noted that other omics technolo-
gies, such as epigenomics, metabolomics, and posttrans-
lational modifications of proteins, are indeed as powerful
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as RNA/protein profiling for defining the state of the
biological system and are, in fact, widely used in multio-
mics approaches [2, 3]. In the context of genetic dis-
eases, an appropriate set of multiomic approaches must
be selected depending on the genetic cause and pheno-
type of the disease. In this review, we also stress that
bridging the scales at which the biological system is
studied is crucial to understand its state. To demonstrate
this, we introduce an example of the analysis of autoin-
flammatory disease, which can be caused even by low-
frequency somatic mosaicism, using a time-resolved pro-
tein secretory assay of single cells because the transition
to inflammatory state seems to be triggered by a small
fraction of activated immune cells. We expect that this
review would provide important lines of information on
how to use the multiomic tools together with bioimaging
at single-cell resolution.

The current landscape of multiomic measurement
technologies
In a multiomic analysis, the quantity of biomolecules is
often considered a state variable of the biological system
as a first choice. For RNA molecules, quantitative profil-
ing of RNA using microarray has been widely used since
the beginning of the twenty-first century. However, RNA
profiling using RNA sequencing has become more popu-
lar owing to the ready availability of next-generation se-
quencing technology. Because many relevant reviews are
already available, we do not provide detailed information
but briefly introduce the following new RNA profiling
technologies for analysis of rare immune diseases: (1) ab-
solute counting of RNA molecules [4] and (2) RNA se-
quencing at a single-cell resolution [5]. Using technology
1, the overall molecular counting is possible only if the
molecule is tagged with a short unique sequence. This
technology has also been applied to other biomolecules,
such as proteins and other small molecules, and has en-
abled the acquisition of omic data independent of the
measurement platform. Technology 2 is now popular in
omic analysis and makes it possible to view biological
systems at different granularities. Moreover, data on
single-cell RNA sequencing of human samples have been
accumulated in an international project called “Human
Cell Atlas” and provide great omic resources to the re-
search community [6].
In contrast to RNA profiling technologies, protein pro-

filing technologies have been lagging, although proteins
are responsible for the actual functions of a biological
system. Protein profiles of serum/plasma and blood cells
are extremely important for analyzing human immune
diseases; they are direct parameters that describe the
functional states of patients. Despite this, RNA profiling
is the primary method used in multiomic analysis mainly
because of the high coverage of the cell transcriptome.

The coverage of conventional protein profiling using
liquid chromatography-tandem mass spectrometry (LC-
MS/MS) is relatively low. Thus, many biologically im-
portant proteins are missed by conventional protein pro-
filing. However, the situation is changing owing to
advances in MS. In conventional protein profiling, data-
dependent acquisition (DDA) mode has been used as a
method for acquisition of MS data. In recent years, ana-
lysis using data-independent acquisition (DIA) mode, in-
stead of DDA mode, has often been performed because
of its superior proteome coverage and quantitativeness.
In the DIA mode, sequential wide isolation windows are
used to acquire comprehensive tandem MS (MS/MS)
data, so that even small peptide peaks are not missed
while acquiring MS/MS data. In addition, quantification
of peptides and proteins in the DIA mode is performed
using highly selective MS/MS data. Quantification of
peptides/proteins using the DIA mode is considered
more accurate than that done using the DDA mode.
These features of the DIA mode make it the method of
choice in multiomic measurements and ensure excellent
sensitivity and quantitativeness.
A comparison of the number of genes that were pro-

filed at the RNA and protein levels is presented in Fig. 1.
As indicated in Fig. 1A, the coverage of proteome ana-
lysis has reached a level remarkably close to that of RNA
profiling. Because the number of genes detected by LC-
MS/MS was around 5000 about 5 years ago, the number
of genes detected by LC-MS/MS has almost doubled
with the introduction of DIA-LC-MS/MS analysis, and
with the use of artificial intelligence-assisted protein
identification software [8]. Consequently, protein profil-
ing using DIA-LC-MS/MS has covered many biologically
important proteins. As examples, Fig. 1B illustrates a
comparison of the coverage of genes functionally catego-
rized under “Transcriptional regulation” and “kinase,”
two representative groups in which the number of pro-
teins is relatively lower in mammalian cells compared
with that in other groups, by profiling at the RNA and
protein levels. Even for rare gene products in these cat-
egories, the gene coverage by protein profiling using the
advanced DIA-LC-MS/MS is very close to that achieved
by RNA profiling.
Notably, the quantitative protein profile is not necessar-

ily identical to the quantitative RNA profile, even if pro-
teins and RNAs are prepared from the same sample [7]. In
other words, the amounts of protein and RNA derived
from the same gene are related but independent parame-
ters that reflect the cell state. For this reason, we recom-
mend a multiomic approach for the analysis of disease
states. Individual approach cannot capture all the happen-
ings in the whole biological system, and thus, integration
of data from multiple approaches plays a pivotal role in
gaining a comprehensive understanding of a disease [9].
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Although DIA-LC-MS/MS-assisted protein profiling
considerably enhances proteome coverage, detection sen-
sitivity is still an issue in protein profiling because unlike
nucleic acids proteins cannot be amplified in vitro. For
proteins present only in trace amounts, detection using
affinity probes (antibodies and aptamers) is performed
and is termed the “affinity proteome” approach, because
even single molecules can be detected using an appropri-
ate affinity probe [10]. However, the usefulness of the
affinity proteomic approach is restricted, as it identifies
targeted proteins, although the DIA-LC-MS/MS approach
can survey cells for novel proteins. Thus, one must select
either targeted or non-targeted approaches depending on
the aim of the research. Although there is a wide variety
of targeted protein profiling methods [11], recent progress
in aptamer technology enables us to monitor thou-
sands of proteins simultaneously [12, 13]. Similarly,
antibody-assisted multiplexed protein profiling also al-
lows single-cell resolution [14–18].
Immune diseases result from disorders of the immune

system, and it is difficult, in most cases, to specify genes
that carry pathogenic variants only from clinical data
(Fig. 2); one can tell which system is dysfunctional but
cannot predict which component is malfunctioning from
clinical data. Multiomic data would help clinicians build
a candidate gene list to be examined by gene testing [19]
and uncover the mechanism underlying a gene mutation
causing the immune system disorder [20].

Multi-scale structure of the biological system:
omic measurement at single granularity may
uncover hidden aspects of transition to the
activation of inflammasome
As described above, multiomic data are highly inform-
ative for analyzing hereditary immune diseases because
they offer a wealth of information on the molecular phe-
notypes of patients. However, most clinical samples con-
sist of heterogeneous cell types. Thus, the clinical omic
data are referenced to a hypothetical cell, with an aver-
aged protein and RNA profile in the cell of interest [21].
Despite this, the omic data are useful for identifying dis-
ease biomarkers but are less informative for understand-
ing disease etiology. However, if we can assume that
cellular heterogeneity plays a critical role in tissue be-
havior, omic data at single-cell resolution are needed
and are within the reach of current technologies. Single-
cell multiomic analyses have been most actively con-
ducted in the clinical field of cancer and hematological
diseases and have been successfully used in clarifying
many unknown features of their etiologies [15, 22–26].
However, when we obtain omic data at single-cell

resolution, it must be kept in mind that the data are
nothing but a collection of snapshots of single cells. Ac-
cording to the “central dogma” at the single-molecule
level, translation and transcription in a single cell occur
stochastically [27, 28]. Thus, isogenic cells behave differ-
ently in a single snapshot of the cell ensemble. This was

Fig. 1 In-depth protein profiling using DIA-LC-MS/MS. Venn diagrams of genes detected by profiling of mRNAs [7] and proteins in HEK293 cells.
A The overall genes and B the genes categorized as “Transcription regulation” and “Kinase,” detected by omic profiling. Genes included in these
two categories were extracted from Uniprot Keyword. Gene coverage of RNA profiling is close to that of protein profiling but includes some
unique genes in each profiling
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confirmed in Escherichia coli cells [29] and the sto-
chastic nature of transcription and translation in
mammalian cells has also been demonstrated [30, 31].
It must be emphasized that protein and RNA levels
in a cell vary widely and fluctuate over time. How-
ever, these nuances are missed in the average of data
obtained from multiomic analysis of a mixture of
cells. This is because the stochasticity of molecular
events in each isogenic cell results in large variations
in the number of protein and RNA molecules in the
population [27]. Owing to the cell-to-cell differences
due to the stochasticity of translation and transcrip-
tion, proteins and RNAs derived from different genes
behave independently in a single cell. A log-normal
distribution is conventionally used to fit the fluctua-
tions in protein and RNA abundance [32]; Li and Xie
approximated this to be a gamma distribution deter-
mined by two parameters: burst frequency and burst
size of transcription and translation [27].
As an example of how single-cell heterogeneity affects

tissue function, we describe our previous studies on an
autoinflammatory disease in the next section.

How does low-frequency somatic mosaicism cause
cryopyrin-associated periodic syndrome? An
example of a disease that cannot be explained by
“average cell”
Cryopyrin-associated periodic syndrome (CAPS) is a
prototypical autosomal dominant autoinflammatory dis-
order caused by gain-of-function mutations in the
NLRP3 gene [33, 34]. A simplified schema of pathogenic
activation of the NLRP3 inflammasome is shown in
Fig. 3A based on a recent review [35]. A pyroptosis
assay and IL-1β release assay are conventionally used
to identify the activation of the inflammasome. In
CAPS, there are a certain number of patients whose
disease-causing variants are not detected by the con-
ventional Sanger sequencing and are designated as
“mutation-negative” patients in the literature. Interest-
ingly, careful investigation of NLRP3 in “mutation-
negative” patients revealed that many of the “muta-
tion-negative” patients carried a pathogenic mutation
though somatic mosaicism (1.8 to 35% mosaicism)
[36]. In other words, “mutation-negative” patients do
not carry germline pathogenic variants of NLRP3 but

Fig. 2 Multi-scale structure of the biological system. The genome information is spatiotemporally decoded into proteins according to
the central dogma. The biological system consists of multiple physical layers, which have their own time and space scales. Genotype
information of events observable at macroscopic layers (clinical phenotype) is known in disease research. To get a comprehensive
understanding of the etiology of genetic diseases, we must analyze molecular events on each layer located between the genotype
and clinical phenotype
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possess cells with somatic pathogenic mutants of this
gene, which were introduced at the post-zygotic stage
(Fig. 3B). The pathogenic NLRP3 variant causing
CAPS by somatic mosaicism is also found in CAPS pa-
tients as a germline NLRP3 variant, but is known to
induce the activation of inflammasome without any
external signal [36]. Before identifying somatic NLRP3
mosaicism, the clinical presentation of the “mutation-
negative” patient is identical to that of the mutation-
identified patient, especially in response to an anti-
interleukin (IL)1 drug, anakinra. Additionally, results
of transcriptome analysis of peripheral blood samples
from mutation-negative patients are similar to those
from mutation-positive patients [37].
Somatic mosaicism is a well-known cause of various

diseases, including immune diseases, neurological dis-
eases, and cancer [38, 39]. However, somatic mosaicism
itself is an inevitable result of cell division during devel-
opment and can, thus, be detected in healthy individuals,
as well. Although cancer-related somatic variants have
been actively collected, somatic variants in non-
cancerous diseases and healthy donors have only been
accumulated recently [40, 41].
The pathogenic NLRP3 mutation results in spontaneous

inflammasome activation without external stimulation
(e.g., addition of lipopolysaccharide). The observation that
the clinical phenotype induced by a heterozygous patho-
genic variant of NLRP3 is almost indistinguishable from
that induced by the low-frequency mosaic pathogenic mu-
tation of NLRP3 strongly attracted our interest, as the
conventional multiomic approach is unlikely to address
this fact. Because no mosaic-specific clinical features have

been identified yet, as described above, the end point of
the inflammatory state of cells with heterozygous patho-
genic NLRP3 variant is hardly distinguishable from that
even with low-frequency somatic mutation by bulk assays.
We, therefore, hypothesized that cell–cell interactions me-
diated by humoral factors may play a key role in the
pathogenesis of CAPS caused by low-frequency mosaic
NLRP3 mutation, which might trigger the activation of
inflammasome in cells without pathogenic NLRP3 muta-
tion in the same donor. To examine this hypothesis, we
needed to monitor the secretion of humoral factor(s) at
single-cell resolution in a time-resolved manner because
inflammasome activation cannot be sensitively detected
by assaying a bulk cell ensemble at the early stage after ex-
ternal stimulation. In this context, we developed a bioima-
ging platform capable of monitoring IL-1β release from
human samples at single-cell resolution [42]. This platform
was originally designed to monitor moment-to-moment
protein secretion changes from multiple single cells over a
long period [43–45]. Although pseudo-temporal analyses
have been proposed and performed for single-cell multio-
mic data [46, 47], it is impossible to obtain a temporal tra-
jectory of the cell from its present state induced by post-
transcriptional/translational events, using a snapshot of sin-
gle cells. This platform enables monitoring of protein secre-
tion from the same cells over time, although the number of
secreted proteins that can be observed is few. If we can
analyze genetically modified cells, which are equipped with
recombinant reporter molecules, it can help simultaneously
monitor protein secretion and various intracellular events
(e.g., protease activity, protein location change, and pro-
tein–protein interactions) [48, 49].

Fig. 3 NLRP3 inflammasome activation and somatic mosaicism. PAMPs, pathogen-associated molecular pattern molecules; DAMPs, damage-
associated molecular patterns; TLR, toll-like receptor; TNFR, tumor necrosis factor receptor. A A simplified schema of the NLRP3 inflammasome
activation is illustrated based on a previous study [35]. After NLRP3 inflammasome is activated, activated caspase 1 converts pro IL-1β to mature
IL-1β and induces pore formation leading to pyroptosis via activation of gasdermin D. Activated IL-1β and other cytoplasmic materials are
released through the pore, thus generated. B Comparison of germline mutation and somatic mosaicism. While heterozygous NLRP3 mutation in
a zygotic cell is transmitted to all the somata, somatic mosaicism takes place by post-zygotic mutation in NLRP3 in CAPS and thus a small fraction
of the somata carry the pathogenic NLRP3 variant. Cells with pathogenic NLRP3 variant are reported to spontaneously activate the
inflammasome [36]
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Using this platform, we observed heterogeneous IL-1β
release from human isogenic monocytes of the healthy
donor after external stimulation. Furthermore, we ex-
perimentally found that IL-1β was released only after the
loss of membrane integrity, consistent with the gasder-
min D-mediated pyroptosis model shown in Fig. 3A
[50]. According to Fig. 3A, these results indicated that
activation of inflammasomes after external stimulation
occurred differently among isogenic monocytes. Ap-
proximately 60% of the monocytes were alive after the
stimulation and exhibited no signs of inflammasome ac-
tivation under the employed experimental conditions
[42]. We assumed that the differential responses of
monocytes to external stimulation could be explained by
intrinsic cell-to-cell variations in the abundance of pro-
teins, including inflammasome components, signal-
transducing proteins, and receptors. Because the release
of IL-1β and other damage-associated molecular pat-
terns (DAMPs) from monocytes can trigger inflamma-
tory responses, the results indicated that cell-to-cell
heterogeneity might regulate a phenotypic switch for in-
flammation. If this is the case, the presence of even a
small fraction of cells with a pathogenic variant in
NLRP3 might affect the early processes triggering the ac-
tivation of inflammasome in a bulk cell ensemble. How-
ever, the platform described previously [42] physically
restricts cell–cell communication and needs to be im-
proved to monitor single-cell protein secretion under
more realistic situations. We expect the improved pro-
tein secretion-monitoring platform to determine CAPS
etiology caused by low-frequency mosaicism from the
viewpoint of “cell sociology” together with multimodal
analyses at different resolutions in the near future.

Conclusions: integration of multiomic data at
different granularities to obtain deeper
understanding of the cell society
As described in this review, we can now obtain a wealth
of information about biological systems using multiomic
analysis at different granularities. Notably, single-cell
multiomics was selected as “Method of the Year 2019”
[51]. Although rare immune diseases caused by inborn
errors of immune processes usually result from muta-
tions in a single gene, the disease mechanisms are diffi-
cult to explore because they are often studied in
isolation from the whole body system. Under these con-
ditions, the multiomic approach, a representative data-
driven approach in biology, would certainly help investi-
gate disease mechanisms; when the genetic cause is
known, we can make abductive inference regarding the
disease mechanism based on known gene/protein net-
work information. However, disease mechanisms are not
always related to the average number of RNAs and pro-
teins in the cell mixture. As demonstrated by studies on

CAPS, caused by low-frequency somatic mosaicism,
fluctuations in protein and RNA amounts might trigger
inflammasome activation, that is, phenotypic switching
of each cell. As advanced single-cell omic and single-
molecule imaging technologies are available, it is critical
to select appropriate modality and granularity levels
when collecting patient data.
Furthermore, the needs of researchers are trending

away from simple abundance-based analyses to a more
dynamic systems understanding of disease etiology, even
at single-cell resolution. Future technology trends in
single-cell proteomics have been discussed to address
these issues [52]. However, we consider it critical to in-
vestigate the heterogeneity of cell behavior regardless of
its origin, because the heterogeneity of single cells at one
moment could influence the transition to an inflamma-
tory state, as shown for CAPS. Although the current
interpretation of single-cell omic data focuses on dimen-
sion reduction, we might find the fundamental import-
ance of cell heterogeneity and unknown relationships
between disease mechanisms from multiomic data at dif-
ferent resolutions in the future.

Abbreviations
DIA: Data-independent acquisition; LC-MS/MS: Liquid chromatography-
tandem mass spectrometry; CAPS: Cryopyrin-associated periodic syndrome;
IL-1β: Interleukin 1β; DAMPs: Damage-associated molecular patterns

Acknowledgements
We would like to thank Editage (www.editage.com) for the English language
editing.

Authors’ contributions
Y.K., R.N., and O.O. wrote the manuscript. All authors have read and
approved the final manuscript.

Funding
Not applicable

Availability of data and materials
Not applicable

Declarations

Ethics approval and consent to participate
Not applicable

Consent for publication
Not applicable

Competing interests
The authors declare that they have no competing interests.

Author details
1Department of Applied Genomics, Kazusa DNA Research Institute, Kisarazu
292-0818, Japan. 2Department of Pediatrics and Child Health, Kurume
University School of Medicine, Kurume 830-0011, Japan. 3Future Medicine
Education and Research Organization, Chiba University, Chiba 260-8670,
Japan.

Kawashima et al. Inflammation and Regeneration           (2021) 41:19 Page 6 of 7

http://www.editage.com


Received: 9 March 2021 Accepted: 2 June 2021

References
1. MacKenzie S. High-throughput interpretation of pathways and biology.

Drug News Perspect. 2001;14:54–7.
2. Joshi A, Rienks M, Theofilatos K, Mayr M. Systems biology in cardiovascular

disease: a multiomics approach. Nat Rev Cardiol. 2021;18:313–30.
3. Wang Q, Peng W-X, Wang L, Ye L. Toward multiomics-based next-

generation diagnostics for precision medicine. Perinat Med. 2019;16:157–70.
4. Shiroguchi K, Jia TZ, Sims PA, Xie SX. Digital RNA sequencing minimizes

sequence-dependent bias and amplification noise with optimized single-
molecule barcodes. Proc Natl Acad Sci U S A. 2012;109:1347–52.

5. Potter SS. Single-cell RNA sequencing for the study of development,
physiology and disease. Nat Rev Nephrol. 2018;14:479–92.

6. Regev A, Teichmann SA, Lander ES, Amit I, Benoist C, Birney E, et al. The
human cell atlas. Elife. 2017;6:e27041.

7. Kawashima Y, Miyata J, Watanabe T, Shioya J, Arita M, Ohara O.
Proteogenomic analyses of cellular lysates using a phenol-guanidinium
thiocyanate reagent. J Proteome Res. 2018;18:301–8.

8. Kawashima Y, Watanabe E, Umeyama T, Nakajima D, Hattori M, Honda K,
et al. Optimization of data-independent acquisition mass spectrometry for
deep and highly sensitive proteomic analysis. Int J Mol Sci. 2019;20:5932.

9. Karczewski KJ, Snyder MP. Integrative omics for health and disease. Nat Rev
Genet. 2018;19:299–310.

10. Yanagida T, Ishii Y. Single molecule detection, thermal fluctuation and life.
Proc Jpn Acad Ser B. 2017;93:51–63.

11. Stoevesandt O, Taussig MJ. Affinity proteomics: the role of specific binding
reagents in human proteome analysis. Expert Rev Proteomics. 2012;9:401–14.

12. Shi L, Westwood S, Baird AL, Winchester L, Dobricic V, Kilpert F, et al.
Discovery and validation of plasma proteomic biomarkers relating to brain
amyloid burden by SOMAscan assay. Alzheimers Dement. 2019;15:1478–88.

13. Billing AM, Hamidane HB, Bhagwat AM, Cotton RJ, Dib SS, Kumar P, et al.
Complementarity of SOMAscan to LC-MS/MS and RNA-seq for quantitative
profiling of human embryonic and mesenchymal stem cells. J Proteome.
2017;150:86–97.

14. Thomas GD, Hamers AAJ, Nakao C, Marcovecchio P, Taylor AM, McSkimming
C, et al. A new gating strategy defined using cell surface markers identified by
mass cytometry. Arterioscler Thromb Vasc Biol. 2017;37:1548–58.

15. Fernandez DM, Rahman AH, Fernandez NF, Chudnovskiy A, Amir ED,
Amadori L, et al. Single-cell immune landscape of human atherosclerotic
plaques. Nat Med. 2019;25:1576–88.

16. Wang C, Yang L, Wang Z, He J, Shi Q. Highly multiplexed profiling of cell
surface proteins on single circulating tumor cells based on antibody and
cellular barcoding. Anal Bioanal Chem. 2019;411:5373–82.

17. Lundberg M, Eriksson A, Tran B, Assarsson E, Fredriksson S. Homogeneous
antibody-based proximity extension assays provide sensitive and specific
detection of low-abundant proteins in human blood. Nucleic Acids Res.
2011;39:e102.

18. Shi Q, Qin L, Wei W, Geng F, Fan R, Shin YS, et al. Single-cell proteomic chip
for profiling intracellular signaling pathways in single tumor cells. Proc Natl
Acad Sci. 2012;109:419–24.

19. Frésard L, Smail C, Ferraro NM, Teran NA, Li X, Smith KS, et al. Identification
of rare-disease genes using blood transcriptome sequencing and large
control cohorts. Nat Med. 2019;25:911–9.

20. Nihira H, Izawa K, Ito M, Umebayashi H, Okano T, Kajikawa S, et al. Detailed
analysis of Japanese patients with adenosine deaminase 2 deficiency reveals
characteristic elevation of type II interferon signature and STAT1
hyperactivation. J Allergy Clin Immunol. 2021;S0091-6749(21):00157–3.

21. Levsky JM, Singer RH. Gene expression and the myth of the average cell.
Trends Cell Biol. 2003;13:4–6.

22. García-Sanz R, Jiménez C. Time to move to the single-cell level: applications
of single-cell multi-omics to hematological malignancies and Waldenström’s
macroglobulinemia—a particularly heterogeneous lymphoma. Cancers
(Basel). 2021;13:1541.

23. Stephenson E, Reynolds G, Botting RA, Calero-Nieto FJ, Morgan MD, Tuong
ZK, et al. Single-cell multi-omics analysis of the immune response in COVID-
19. Nat Med. 2021;27:904–16.

24. Chappell L, Russell AJC, Voet T. Single-cell (multi)omics technologies. Annu
Rev Genomics Hum Genet. 2018;19:15–41.

25. Campillo-Marcos I, Alvarez-Errico D, Alandes RA, Mereu E, Esteller M. Single-
cell technologies and analyses in hematopoiesis and hematological
malignancies. Exp Hematol. 2021;98:1–13.

26. Peng A, Mao X, Zhong J, Fan S, Hu Y. Single-cell multi-omics and its
prospective application in cancer biology. Proteomics. 2020;20:1900271.

27. Li G-W, Xie XS. Central dogma at the single-molecule level in living cells.
Nature. 2011;475:308–15.

28. Cai L, Friedman N, Xie XS. Stochastic protein expression in individual cells at
the single molecule level. Nature. 2006;440:358–62.

29. Taniguchi Y, Choi PJ, Li G-W, Chen H, Babu M, Hearn J, et al. Quantifying E.
coli proteome and transcriptome with single-molecule sensitivity in single
cells. Science. 2010;329:533–8.

30. Suter DM, Molina N, Gatfield D, Schneider K, Schibler U, Naef F. Mammalian
genes are transcribed with widely different bursting kinetics. Science. 2011;
332:472–4.

31. Chang HH, Hemberg M, Barahona M, Ingber DE, Huang S. Transcriptome-
wide noise controls lineage choice in mammalian progenitor cells. Nature.
2008;453:544–7.

32. Furusawa C, Suzuki T, Kashiwagi A, Yomo T, Kaneko K. Ubiquity of log-
normal distributions in intra-cellular reaction dynamics. Biophysics (Nagoya-
shi). 2005;1:25–31.

33. Kuemmerle-Deschner JB. CAPS--pathogenesis, presentation and treatment
of an autoinflammatory disease. Semin Immunopathol. 2015;37:377–85.

34. Heike T, Saito MK, Nishikomori R, Yasumi T, Nakahata T. Autoinflammatory
diseases - a new entity of inflammation. Inflamm Regen. 2011;31:125–36.

35. Swanson KV, Deng M, Ting JP-Y. The NLRP3 inflammasome: molecular
activation and regulation to therapeutics. Nat Rev Immunol. 2019;19:477–89.

36. Saito M, Fujisawa A, Nishikomori R, Kambe N, Nakata-Hizume M, Yoshimoto
M, et al. Somatic mosaicism of CIAS1 in a patient with chronic infantile
neurologic, cutaneous, articular syndrome. Arthritis Rheum. 2005;52:3579–85.

37. Nishikomori R, Izawa K, Kambe N, Ohara O, Yasumi T. Low-frequency
mosaicism in cryopyrin-associated periodic fever syndrome: mosaicism in
systemic autoinflammatory diseases. Int Immunol. 2019;31:649–55.

38. Forsberg LA, Gisselsson D, Dumanski JP. Mosaicism in health and disease —
clones picking up speed. Nat Rev Genet. 2017;18:128–42.

39. Aluri J, Cooper MA. Genetic mosaicism as a cause of inborn errors of
immunity. J Clin Immunol. 2021;41:718–28.

40. Campbell IM, Shaw CA, Stankiewicz P, Lupski JR. Somatic mosaicism: implications
for disease and transmission genetics. Trends Genet. 2015;31:382–92.

41. Yang X, Yang C, Zheng X, Xiong L, Tao Y, Wang M, et al. MosaicBase: a
knowledgebase of postzygotic mosaic variants in noncancer disease-related and
healthy human individuals. Genomics Proteomics Bioinformatics. 2020;18:140–9.

42. Shirasaki Y, Yamagishi M, Suzuki N, Izawa K, Nakahara A, Mizuno J, et al.
Real-time single-cell imaging of protein secretion. Sci Rep. 2014;4:4736.

43. Shirasaki Y, Ohara O. Handbook of ELISPOT, methods and protocols.
Methods Mol Biol. 1808;2018:1–7.

44. Shirasaki Y, Yamagishi M, Shimura N, Hijikata A, Ohara O. Toward an
understanding of immune cell sociology: real-time monitoring of cytokine
secretion at the single-cell level. IUBMB Life. 2013;65:28–34.

45. Yamagishi M, Ohara O, Shirasaki Y. Microfluidic immunoassays for time-
resolved measurement of protein secretion from single cells. Annu Rev Anal
Chem (Palo Alto, Calif). 2020;13:67–84.

46. La Manno G, Soldatov R, Zeisel A, Braun E, Hochgerner H, Petukhov V, et al.
RNA velocity of single cells. Nature. 2018;560:494–8.

47. Gorin G, Svensson V, Pachter L. Protein velocity and acceleration from
single-cell multiomics experiments. Genome Biol. 2020;21:39.

48. Murai S, Yamaguchi Y, Shirasaki Y, Yamagishi M, Shindo R, Hildebrand JM,
et al. A FRET biosensor for necroptosis uncovers two different modes of the
release of DAMPs. Nat Commun. 2018;9:4457.

49. Liu T, Yamaguchi Y, Shirasaki Y, Shikada K, Yamagishi M, Hoshino K, et al.
Single-cell imaging of caspase-1 dynamics reveals an all-or-none
inflammasome signaling response. Cell Rep. 2014;8:974–82.

50. Shi J, Zhao Y, Wang K, Shi X, Wang Y, Huang H, et al. Cleavage of GSDMD by
inflammatory caspases determines pyroptotic cell death. Nature. 2015;526:660–5.

51. Method of the Year 2019: single-cell multimodal omics. Nat Methods. 2020;
17:1–1.

52. Marx V. A dream of single-cell proteomics. Nat Methods. 2019;16:809–12.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Kawashima et al. Inflammation and Regeneration           (2021) 41:19 Page 7 of 7


	Abstract
	Background
	The current landscape of multiomic measurement technologies
	Multi-scale structure of the biological system: omic measurement at single granularity may uncover hidden aspects of transition to the activation of inflammasome
	How does low-frequency somatic mosaicism cause cryopyrin-associated periodic syndrome? An example of a disease that cannot be explained by “average cell”
	Conclusions: integration of multiomic data at different granularities to obtain deeper understanding of the cell society
	Abbreviations
	Acknowledgements
	Authors’ contributions
	Funding
	Availability of data and materials
	Declarations
	Ethics approval and consent to participate
	Consent for publication
	Competing interests
	Author details
	References
	Publisher’s Note

