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Recent advances in single-cell sequencing provide a unique opportunity to gain novel
insights into the diversity, lineage, and functions of cell types constituting a tissue/
organ. Here, we performed a single-nucleus study of the adult Drosophila renal system,
consisting of Malpighian tubules and nephrocytes, which shares similarities with the
mammalian kidney. We identified 11 distinct clusters representing renal stem cells, stel-
late cells, regionally specific principal cells, garland nephrocyte cells, and pericardial
nephrocytes. Characterization of the transcription factors specific to each cluster identi-
fied fruitless (fru) as playing a role in stem cell regeneration and Hepatocyte nuclear
factor 4 (Hnf4) in regulating glycogen and triglyceride metabolism. In addition, we
identified a number of genes, including Rho guanine nucleotide exchange factor at 64C
(RhoGEF64c), Frequenin 2 (Frq2), Prip, and CG1093 that are involved in regulating
the unusual star shape of stellate cells. Importantly, the single-nucleus dataset allows
visualization of the expression at the organ level of genes involved in ion transport and
junctional permeability, providing a systems-level view of the organization and physio-
logical roles of the tubules. Finally, a cross-species analysis allowed us to match the fly
kidney cell types to mouse kidney cell types and planarian protonephridia, knowledge
that will help the generation of kidney disease models. Altogether, our study provides a
comprehensive resource for studying the fly kidney.
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The functions of excretory systems are to remove toxins from the body and maintain
homeostatic balance. For example, mammalian kidneys play important roles in several
physiological processes, including water fluid homeostasis, removing metabolic waste prod-
ucts, controlling blood pressure, regulating blood cell composition, and bone mineraliza-
tion (1). Although the excretory systems of various animals have differences, they typically
have in common two activities: filtration and tubular secretion/reabsorption (2). In mam-
mals, the mature kidney consists of two connected parts: a nephron, derived from the
metanephric mesoderm, and a collecting tubule derived from the ureteric bud (1, 3).
The Drosophila renal system is composed of separated filtration nephrocytes and

Malpighian (renal) tubules (4). Nephrocytes, which are first detectable at the end of
embryogenesis and maintained into the adult stage, are composed of two distinct cell
populations: 25 garland cell nephrocytes and 120 pericardial nephrocytes. Garland cell
nephrocytes form a ring around the junction between the proventriculus and esopha-
gus, whereas pericardial nephrocytes are located on both sides of the heart tube (5).
These two types of nephrocytes, although derived from different cell lineages, share
morphological, functional, and molecular features with podocytes, which form the glo-
merular filter in vertebrates and possess a protein sequestration activity reminiscent of
the mammalian proximal tubule (5). The Malpighian tubules, considered to be analo-
gous to the renal tubular system, develop from the ectodermal hindgut primordium
and visceral mesoderm, and consist of two pairs of epithelial tubes that empty into the
hindgut at its junction with the posterior midgut (6).
Drosophila Malpighian tubules and nephrocytes have been used to model human kidney

diseases. Previously, a screen for genes involved in renal function identified over 70 genes
required for nephrocyte function (7). In addition, 30 causative genes involved in steroid-
resistant nephrotic syndrome have been analyzed in fly nephrocytes. Among them, Cubilin
(Cubn) was found to be required for nephrocyte endocytosis (8). Furthermore, the coen-
zyme Q10 (CoQ10) biosynthesis gene Coq2, involved in regulating the morphology of the
slit diaphragm-like structure and reactive oxygen species formation, contributes to a patho-
mechanism of COQ2-nephropathy (8). In addition to modeling numerous human renal
conditions, such as chronic kidney disease and kidney stones, the Malpighian tubule is also
an excellent model for studying the neuroendocrine control of renal function and rapid fluid
transport (9).

Significance

We performed a single-nucleus
RNA sequencing study of the adult
fly kidney, identifying 11 distinct
clusters that we validated by gene
markers. We characterized the
roles of transcription factors
involved in stem cell regeneration
andmetabolism, as well as genes
that regulate the unusual cell
shape of stellate cells. The
dataset also provides a systems-
level view of the organization and
physiological roles of the tubules.
Finally, we performed a cross-
species analysis that allowed a
comparison of the fly kidney cell
types with mouse kidney cell
types, as well as planarian
protonephridia. This study
provides a comprehensive
resource for studying the insect
kidney.
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Single-nucleus (snRNA-seq) and single-cell (scRNA-seq) RNA
sequencing provide an opportunity to understand and revisit the
cellular makeup of many organ systems, including the kidney.
The mammalian kidney is composed of cell types with unique
functions. Podocytes regulate the passage of proteins. Principal
cells and intercalated cells balance systemic water, pH, and salt lev-
els in the collecting duct (10–12). Two detailed scRNA-seq stud-
ies defined the whole landscape of the mouse and human kidney,
with 32 distinct clusters of ontology (13, 14). Finally, scRNA-seq
data can be used for the analysis of the pseudotemporal ordering
of cells, which can provide information about the developmental
trajectories of cellular lineages.
Here, we characterized the organization and physiological

functions of the adult fly kidney at the single-cell level. Specifi-
cally, we identified 11 distinct clusters, including renal stem
cells, stellate cells, principal cells, garland nephrocytes cells, and
pericardial nephrocytes, and provide gene-expression–level data
at single-cell resolution. Our study provides a comprehensive
resource to study the fly kidney. For example, we identified the
function of transcription factors (TFs) and genes that control
cell shape. In addition, we performed a cross-species analysis
between the fly kidney, planarian protonephridia, and mouse
kidney, allowing us to map kidney cell types across species.

Results

snRNA-seq Identifies 11 Distinct Clusters in the Adult Drosophila
Kidney. The fly kidney consists of Malpighian tubules and neph-
rocytes that are located in different regions of the body. As part of
the Fly Cell Atlas project, we dissected male and female Malpi-
ghian tubules (15) and annotated the cell types. In addition, as
nephrocytes were not included in the Fly Cell Atlas, we performed
snRNA-seq of both garland nephrocyte cells and pericardial
nephrocytes (see details on sample and sequencing information
in Dataset S1). We successfully recovered 12,166 nuclei in the
tubules, identified a garland cell nephrocyte cluster with 41 nuclei,
and a pericardial nephrocyte cluster with 93 nuclei. In addition, 11
distinct clusters representing renal stem cells, stellate cells, regionally
specific principal cells, and nephrocyte cells were identified (Fig. 1
A and B; marker genes listed in Dataset S2). Note that the tubule
snRNA-seq data were independently annotated at Harvard and by
the Fly Cell Atlas group with highly concordant results (SI
Appendix, Fig. S2). In addition, we validated new markers, identi-
fied as cluster-specific, by driving fluorescent reporters with the
appropriate GAL4 lines (Fig. 1 C and D and Dataset S3).
The Malpighian tubule stem cell cluster is defined by the

expression of escargot (esg), Notch (N), and Delta (Dl ) genes
(16). In addition, we identified six principal cells clusters (ini-
tial and transitional principal cells, main segment principal
cells, lower tubule principal cells, upper ureter principal cells,
lower ureter principal cells, and lower segment principal cells).
Initial and transitional principal cells express bifid (bi ) and
Death executioner Bcl-2 (Debcl) (Fig. 1C). The main segment
principal cells express urate oxidase (Uro) (16) (Fig. 1C).
Markers for lower tubule principal cells, upper ureter principal
cells, lower ureter principal cells, and lower segment principal
cells are: SPR, Alp4hi; SPR, Alp4hi; Wnt4, Alp4hi; and Esyt2,
respectively (Fig. 1 B and C). Alkaline phosphatase 4 (Alp4) has
previously been reported as a marker of all principal cells in the
lower segment (17) (Fig. 1C). In addition, we identified a small
cell cluster expressing Extended synaptotagmin-like protein 2
(Esyt2) that may represent a previously unrecognized lower seg-
ment cell cluster. Esyt2 is expressed only in some cells in the
lower segment, which correspond to an independent cluster on

the UMAP. Gene ontology terms of Esyt2-expressing cells include
“cell morphogenesis involved in differentiation,” “cell morpho-
genesis involved in neuronal differentiation,” and “actin-filament
based process” (detailed information in SI Appendix, Supplementary
Text and Fig. S2).

In addition, we identified two stellate cell clusters (bar-
shaped stellate cells located in the anterior tubules and main
segment stellate cells) (18) that both express teashirt (tsh), kinin
receptor (lkr), and Secretory chloride channel (SecCl) (19–21).
We also characterized a number of specific markers: Ih channel
(ih) for bar-shaped stellate cells (Fig. 1D), CG30377 for main
segment stellate cells, and α2-adrenergic-like octopamine receptor
(Octα2R) for all stellate cells (Fig. 1D).

The anterior and posterior tubules differ in morphology (22),
gene expression (18, 23), and function (24). Specifically, anterior
tubules have more prominent initial and transitional segments and
play a major role in calcium excretion. Although anterior and pos-
terior tubules were not separated during this dissection, they are
nonetheless separable in our data by reference to the published
bulk transcriptomes of anterior and posterior tubules (23). Both
principal and stellate cells of the anterior tubule express the Dorso-
cross genes (Doc1-3), allowing the identification of bar-shaped
cells, which are related to—but distinct from—the stellate cell
cluster. Similarly, the initial/transitional cell cluster, which is
enriched in bi and Debcl, is distinguishable from the main seg-
ment principal cells (Fig. 1). Within the main segment and lower
tubule, Dorsocross-marked cells intersperse randomly with others,
suggesting that the two tubule pairs are indistinguishable in their
main and lower segment transcriptomes, but have a unique initial/
transitional transcriptome.

Nephrocyte clusters are defined by the expression of sticks and
stones (sns), Cubn, Hand, and prospero (pros) (25–27). Sns encodes
a core component of the slit diaphragm-like structure (22) and
Cubn encodes a receptor for protein reabsorption (26); both are
critical for the function of nephrocytes. These two genes have
lower expression in garland nephrocytes cells compared to pericar-
dial nephrocytes. Details on the marker genes are listed in Dataset
S3. Wnt4, SPR, Esyt2, Debcl, ih, CG30377, and Octα2R are
marker genes that we validated in this study. Finally, in order to
make the dataset accessible to users, we developed a visualization
web portal (https://www.flyrnai.org/scRNA/kidney/) that allows
users to query the expression of any gene of interest in different
cell types.

Cell-Type–Specific Expression of TFs and Regulatory Landscape.
To investigate the TFs that may contribute to kidney differenti-
ation and function, we identified 44 cell-type–specific TFs by
setting up the parameter cutoff based on gene-expression levels
(fold-change > 3) and adjusting the P value (<0.05) (SI
Appendix, Fig. S3A). We also applied SCENIC (single-cell reg-
ulatory network inference and clustering) to reveal TF-centered
gene coexpression networks (28) for the simultaneous recon-
struction of gene-regulatory networks and identification of cell
states (Fig. 2 A and B). By inferring a gene-correlation network
followed by motif-based filtration, SCENIC keeps only poten-
tial direct targets of each TF as modules (regulons). Among the
TFs, esg, klumpfuss (klu), and Sox100B are specifically expressed
in renal stem cells, and SCENIC could infer multiple down-
stream target genes. For example, among the esg target genes
are fruitless (fru), N, Dl, and klu (Fig. 2B and Dataset S4). fru
is expressed in renal stem cells of both sexes (SI Appendix, Fig.
S3B) and knockdown of fru using EGT (esg-GAL4, UAS-GFP,
tub-GAL80TS) induced renal stem cell proliferation, suggesting
that it plays a role in renal stem cell proliferation and
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Fig. 1. snRNA-seq analysis and markers identification of the fly adult kidney. (A) A single UMAP of the “fly kidney” contains 11 distinct cell clusters that were
annotated on the UMAP. Note, however, that nephrocytes and tubules are not physically associated in vivo. (B) Expression levels and percentage of cells
expressing the marker genes in each cluster are shown as a dot plot. (C and D) GFP expression under the control of Gal4 lines specific for each of the princi-
pal cell (PC) and stellate cell (SC) clusters. Note that the Gal4 expression patterns of SPR, Wnt4, Esyt2, Debcl, Octalpha2R, CG30377, and ih have not been previ-
ously reported. (Scale bars, 500 μm.) (E) Malpighian tubule cell types are identified based on differentially expressed marker genes.
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maintenance (SI Appendix, Fig. S3C). Another TF expressed
in renal stem cells is Sba (six-banded). Interestingly, some of
the TFs expressed in renal stem cells are also expressed in other
types of stem cells. For example, esg, klu, and Sox100B are
essential for intestinal stem cell proliferation and maintenance

(29). In addition, fru is expressed in the male gonad stem cell
niche and plays important roles in the development and main-
tenance of germline stem cells (30). tsh, tiptop (tio), and Lim3
are expressed in both main segment and bar-shaped stellate cells
(SI Appendix, Figs. S2B and S3A). tsh and tio are paralogous

Fig. 2. Cell-type–specific gene regulatory landscape of the fly kidney. (A) SCENIC results of the fly kidney. The heatmap shows the gene-expression level in
each cluster. Low regulon activity is shown with blue color and high regulon activity is shown in red. See SI Appendix, Fig. S8 for an enlarged version of the
heat map with gene names. (B) UMAP depiction of regulon activity (“on-blue,” “off-gray”) and TF gene expression (blue scale) of renal stem cells (esg), stellate
cells (Lim3), and principal cells (Hnf4). Examples of target gene expression of the esg regulon (N and fru), Lim3 regulon (RhoGEF64C and u-shaped [ush]), and
Hnf4 regulon (Argk and mdy) are shown in blue. (C) Stellate cell shape phenotype associated with RNAi knockdown of Lim3. DAPI (blue) staining for nuclei.
(Scale bars, 50 μm.) (D) qPCR results show the RhoGEF64C mRNA fold change of tshts > + and tshts > Lim3-i in the Malpighian tubules for 8 d.
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genes that control stellate cells shape and the expression of
genes required for terminal physiological differentiation (21,
31). Interestingly, human TSHZ genes (orthologs of tsh) are
causal kidney disease loci, including ureteral smooth muscle dif-
ferentiation and congenital pelvi–ureteric junction obstruction
(32, 33). In addition, we found that dachshund (dac), Doc1,
and Doc2, previously reported to be expressed in initial and
transitional principal cells and involved in tissue morphogenesis
(34–36), are also highly expressed in bar-shaped stellate cells
(SI Appendix, Fig. S3 A and B), suggesting that they may also
have a role in their morphogenesis.
One interesting TF gene expressed in several subset cell clus-

ters of principal cells is Hepatocyte nuclear factor 4 (Hnf4). Hnf4
human orthologs are Hnf4γ and Hnf4α, major regulators of
renal proximal tubule development in the mouse (37). Purine
metabolites—including inosine, adenine, xanthine, hypoxan-
thine, and uric acid—are associated with increased diabetes risk
and diabetic nephropathy, and are increased in Hnf4 mutant
flies (38). Potential direct targets of Hnf4 include Arginine
kinase (Argk) and midway (mdy) (Fig. 2B), with mdy acting as a
repressor of Hnf4 and HNF4 controlling lipid metabolism in
Drosophila nephrocytes (39). We found that Hnf4 is expressed
only in principal cells, but not in stellate and renal stem cells
(Fig. 2C). Interestingly, knockdown of Hnf4 in the principal
cells increased whole-body level of glycogen and TAG, suggest-
ing that it regulates glycogen and TAG metabolism in Malpi-
ghian tubules (SI Appendix, Fig. S3D). Altogether, our analysis
provides a list of TFs that control intestinal stem cells mainte-
nance, stellate cells morphology, and kidney physiological func-
tion. Additional information on these TFs can be found in
Dataset S5.

Control of Stellate Cell Shape. Stellate cells, which control channel-
mediated Cl� and water flux, have a cuboidal shape in third-
instar larvae. Subsequently, during the pharate adult stage, they
adopt a star shape in the main segment and a bar shape in the
initial segment (40–43). Previous studies have shown that dis-
ruption of stellate cells affects fly survival. For example, con-
ditional down-regulation of Rab11 in stellate cells results in
lethality at the pharate adult stage, and knockdown of Snakeskin
(Ssk) in stellate cells results in loss of fluid integrity and a signifi-
cant reduction in viability (43, 44). Furthermore, ablation of
stellate cells causes lethality, confirming the essential role of this
cell type (45). We identified two subclusters of stellate cells: bar-
shaped stellate cells and main segment stellate cells (see Fig. 3A).
Bar-shaped cells were originally described as a morphologically
distinguishable subset of cells found only in initial segments of
anterior tubules (18). These cells express tsh, as revealed by the
c710 and c724 GAL4 lines that are both inserted downstream of
tsh. Since then, we and others have shown that stellate cells also
express the kinin receptor, the chloride channels Clc-a and
SecCl, and the water channels Drip and Prip (41). Interestingly,
bar-shaped cells do not express any of the key genes for transport
in our dataset, even though they share a common developmental
pathway, suggesting that they are likely not able to transport
fluid. This is consistent with physiological studies that attempted
to map transport along the length of the tubule, showing that
initial segments do not transport fluid (46). Thus, our study
indicates that, although stellate cells and bar-shaped cells share a
common developmental pathway, they are both functionally and
structurally separable.
To study the physiological function of stellate cells, we

knocked down the top marker genes defining this cluster using
tsh-Gal4, focusing on their shape and fly viability (SI Appendix,

Fig. S4A). Among the 18 genes analyzed, 13 were associated with
reduced viability, 4 affected main segment stellate cells shape, and
2 reduced main segment stellate cell number (SI Appendix, Fig. S4
B–F). Among these genes, the top-ranking marker gene, Rho gua-
nine nucleotide exchange factor at 64C (RhoGEF64C) (Fig. 3A),
encodes an exchange factor for Rho GTPases. Knocking down
RhoGEF64c affects cell shape of the main segment stellate cells
(Fig. 3 B and C), viability (Fig. 3D), and their number (Fig. 3E).
In humans, Rho-GTPases regulate the formation and mainte-
nance of long cellular extensions/foot processes and their
dysfunctions are associated with nephrotic syndrome (47). Fur-
thermore, following podocyte injury, Rho-GTPases orchestrate
the rearrangement of the actin cytoskeleton (47). Interestingly,
knockdown of RhoGEF64c results in loss of cytoarchitectural
organization in main segment stellate cells (Fig. 3 F and G) but
did not affect septate junctions (SI Appendix, Fig. S5 A and B).
This contrasts with knockdown of Ssk, which caused loss of both
cytoarchitectural organization and septate junctions (44). Finally,
knockdown of other top marker genes—namely Prip, Frq2, and
CG10939—did not affect the septate junctions (SI Appendix,
Fig. S5 C–E).

Interestingly, SCENIC results reveal that Lim3 is a highly
enriched TF in stellate cells (Fig. 2B) and that RhoGEF64C is
one of its predicted targets (SI Appendix, Fig. S3B). Consistent
with the role of RhoGEF64C in controlling stellate cell mor-
phology, knockdown of Lim3 is associated with controlling
stellate cell morphology and the mRNA level of RhoGEF64C
(Fig. 2 C and D). Altogether, our results suggest that the star
shape is essential for normal physiological function of stellate
cells in adults.

Reconciling Physiology with Clusters. The Malpighian tubule
generates a primary urine not by paracellular filtration but by
potent active cation transport. In Drosophila, this is coupled to
channel-mediated anion flux to balance charge and water chan-
nels to allow rapid flux of osmotically obliged water (9). The
tubules can transport their own volume of water every 6 s, mak-
ing them the fastest-secreting epithelium known (48). In contrast
with the vertebrate nephron, the paracellular route in Malpighian
tubules depends on septate junctions and solutes are excreted by a
wide range of transporter genes (49–52). Many of the genes
underlying these processes have been identified and some of them
were specifically expressed in some cell types. However, the single-
nucleus datasets allow us to address various questions at a larger
scale. In particular, are genes ascribed to particular processes
expressed in the same cell types or regions? What new insights can
be gained as to regional specialization, and can we predict
functions of previously uncharacterized genes based on their
expression patterns (Fig. 4)?

Gene expression of principal cells in the UMAP broadly fol-
lows expectation (Fig. 4 A and B). First, the plasma membrane
V-ATPase subunit genes all show elevated expression in princi-
pal cells along the whole length of the tubule, not just in the
main segment (Fig. 4A and SI Appendix, Fig. S6A). Second,
a candidate apical exchanger, Na+/H+ hydrogen exchanger 3
(Nhe3), has the same expression pattern as V-ATPase subunit
genes, which is also similar to Na+, K+ ATPase that stabilizes
cellular cation levels (53) (Fig. 4 A and B and SI Appendix, Fig.
S6B). This implies that the basic transport machinery is an inher-
ent property of the whole length of the tubule, not just the secre-
tory region. In contrast, the inward rectifier K+ channel family
genes, all of which are strongly expressed in the tubule, show dis-
tinct patterns. Inwardly rectifying potassium channel (Irk) 1 marks
principal cells of only the secretory main segment of the tubule
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(Fig. 4A), irk2 is expressed in the main segment and lower
tubule, and irk3 is generally expressed in principal cells (SI
Appendix, Fig. S6C). Furthermore, receptors for the three major
neuropeptides (Capa, DH31, and DH44) are found in principal
cells of the main segment. These hormones are believed to act on
principal cells to stimulate secretion. However, their expression
patterns are slightly different (Fig. 4A). Both the Capa receptor
(CapaR) and Diuretic hormone 31 Receptor (DH31-R) are expressed
in the initial, transitional, and main segment. However, DH44-R2
is present in the main segment, lower tubule, and surprisingly, in
stellate cells.
Stellate cells are thought to provide a transcellular shunt for

anions and water, and accordingly, the two chloride channels,
Chloride channel-a (Clc-a) (54) and Secretory chloride channel
(SecCl) (21), as well as the two true aquaporins Drip and Prip
(41), show strong stellate cell-enriched expression (Fig. 4 A and
B). Kinin and tyramine act on the renal tubule stellate cell to
activate chloride shunt conductance (55) and both their recep-
tors show strong localization to stellate cells, together with their
downstream effector, protein kinase C, and the master tran-
scription factor, tsh, which specifies stellate cell fate (21) (Fig.
4A). However, in our dataset, none of these genes show strong

expression in bar-shaped cells, suggesting that although they are
developmentally linked to stellate cells, bar-shaped cells are not
able to either receive diuretic signals or respond to them.

Junctional permeability is critical in epithelia. As the principal
cell and stellate cell lineages have distinct origins (ectodermal and
mesodermal, respectively) (45), they might not necessarily form
heterotypic junctions. In fact, both cell types express the septate
(occluding) junction-associated genes discs large 1 (dlg1), ssk (44),
and Mesh (56) throughout the length of the tubule (Fig. 4A),
suggesting that both principal cell–principal cell and principal
cell–stellate cell junctions are equally tight. Interestingly, although
both cell types also contribute adherens junction components,
their marker genes are different, with polychaetoid (ZO-1/pyd)
being highly expressed in stellate cells and armadillo (arm) in
principal cells (Fig. 4 A and B). Of the gap junction (innexin)
genes, three are strongly expressed in the tubule (57); inx2 and
inx7 are expressed in principal cells but not stellate cells, and
inx3 transcripts are enriched in stem cells. Thus, principal cells
have the ability to communicate and synchronize activities, but
stellate cells are likely to be functionally independent. There is
experimental evidence to support this idea in Drosophila; stimula-
tion of principal cells with Capa elevates intracellular calcium in

Fig. 3. RhoGEF64c maintains stellate cell shape. (A) Gene-expression levels of selected markers specifically expressed in stellate cells. (B) Cell shape visual-
ized using tsh-Gal4 driving mCD8-GFP. DAPI (blue) is used to stain nuclei. White box indicates the zoom-in region. (Scale bars, 50 μm.) (C) Knockdown using
VDRC line 47121v of RhoGEF64c affects stellate cell shapes. (Scale bars, 50 μm and 10 μm.) (D) Survival of RhoGEF64c knockdown (47121v) and control
(60100v) animals. Statistics of CyO or non-CyO flies from the adult progenies RhoGEF64c knockdown and control raised at 18 °C and 22 °C. (E) Statistics of cell
number of stellate cells (GFP+) of in RhoGEF64c knockdown and control flies. “Ant” means anterior Malpighian tubules and “post” means posterior Malpighian
tubules. Data are presented as means ± SEM. **P < 0.01, ***P < 0.001. (F and G) Knockdown of RhoGEF64c results in loss of cytoarchitectural organization.
Cell cytoarchitecture is visualized by Phalloidin (Phal; F-actin) staining. Arrows indicate SCs. (Scale bars, 50 μm.)
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Fig. 4. Mapping function to cell types and regions in the tubule. (A and B) t-Distributed stochastic neighbor embedding (tSNE) and UMAP distribution of
genes involved in principal cell, stellate cell, and junctions. (C) Overview of the two-cell model of insect tubule fluid secretion and its control. Adapted from
ref. (84).
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principal cells but not stellate cells (58), whereas the opposite
holds for Kinin signaling (21). CapaR and Kinin receptor (aka
Leucokinin receptor - Lkr) are expressed in principal cells and stel-
late cells, respectively (Fig. 4A). The Capa and Kinin pathways
thus act independently on two cell types without detectable
cross-talk (59). Functionally, stimulation of principal cells by
Capa does not activate chloride shunt conductance, a hallmark of
stellate cell activation by Kinin, indicating that calcium signals do
not pass between the cell types (60). Note that although Drosoph-
ila provides a valuable reference, the phylogenetic breadth of
insects is not to be underestimated, and this model may not
apply universally; for example, the distal iliac plexus of the Lepi-
dopteran Trichoplusia ni tubule may behave differently with
respect to cell–cell coupling and reversibility of fluxes (61–63).
The tubules show strongly enriched expression of genes

encoding organic solute transporters (49), including the ABC-
transporters that underly eye color (white [w], scarlet [st], brown
[bw]), and these are all confined to main segment principal cells
(SI Appendix, Fig. S6D). Tubules are also excellent models for
renal diseases (9, 64) and readily develop oxalate kidney stones.
Knockdown of the oxalate transporter Prestin increases kidney
stone prevalence, presumably by preventing reuptake of secreted
oxalate (65, 66); Prestin is expressed in principal cells of the reab-
sorptive (67) lower tubule (SI Appendix, Fig. S6D). Similarly,
transporter genes that have been implicated in the excretion of
xenobiotics (53) are expressed only in principal cells (SI
Appendix, Fig. S6E), confirming the role of these cells in general-
purpose solute transport.
As well as transport, tubules play a liver-like role in detoxifica-

tion, and show expression of genes known to detoxify insecticides
(e.g., Cytochrome P450 6g1 [Cyp6g1] and Cyp12d1) (68–70), and
the master transcriptional regulator Hormone receptor-like in 96
(Hr96) (71); all of these genes show close coexpression in princi-
pal cells (SI Appendix, Fig. S6F). Several transcription factors
allow the clusters imputed here to be resolved. For example, tsh
and tio are stellate cell-specific, N marks stem cells, and Dac,
Doc1, Homothorax (Hth), and cut (ct) provide graded resolution
of principal cell domains (SI Appendix, Fig. S6 G–I).

Cross-Species and Human Kidney Disease Analysis. Consider-
ing that the function of all animal excretory systems is to remove
toxins from the body and maintain homeostatic balance, we next
asked whether we could match fly kidney cell types to higher ani-
mal kidney cell types (mouse) and lower animal protonephridia
cell types (planarian) (Fig. 5 A–C), and whether the single-
cell–level data can help implicate new genes and cell types in
human kidney diseases. We used the Self-Assembling Manifold
mapping (SAMap) algorithm (72) to map our fly single-cell tran-
scriptomes with scRNA-seq data from mouse (13) and planaria
(73). This method depends on two modules. First is a gene–gene
bipartite graph with cross-species edges connecting homologous
gene pairs weighted by cell-type–specific expression similarity
(all gene pairs are listed in Datasets S5 and S6). Second is a
gene–gene graph projecting two single-cell transcriptomic datasets
into a joint manifold representation, from which each cell mutual
cross-species neighbors are linked to stitch the cell atlases together
for fly and mouse kidney (SI Appendix, Fig. S7 A and B). With
this method, SAMap produced a combined manifold with a high
degree of cross-species alignment (SI Appendix, Fig. S7C). After
measuring the mapping strength between cell types by calculating
an alignment score (as edge width, shown in Fig. 5D), which was
defined as the average number of mutual nearest cross-species
neighbors of each cell relative to the maximum possible number
of neighbors, we generated a Sankey plot with 10 fly kidney cell

clusters matched to 26 mouse kidney cell clusters (Fig. 5D). A
similar analysis was performed for flies and planarians, with nine
fly kidney cell clusters matched to six planarian protonephridia
cell clusters (Fig. 5D and SI Appendix, Fig. S8 A–C).

The results of the fly/mouse analysis suggest that fly main
segment principal cells, lower tubule principal cells, and upper
ureter principal cells are similar to mouse proximal tubules (seg-
ments 1 to 3); fly bar-shaped and main segment stellate cells
map to the mouse lower loop of Henle (LOH) thin limb of
inner medulla of juxtamedullary nephron; fly adult pericardial
nephrocytes are similar to mouse podocytes (visceral epithe-
lium) and parietal epithelium; and fly adult garland nephrocyte
cells map to mouse parietal epithelium (Fig. 5D). Thus, although
pericardial and garland nephrocytes are frequently considered to
be interchangeable, they represent different facets of the mamma-
lian nephron. Interestingly, we found that the fly lower segment
principal cells represent a discontinuous cell population located
in the lower segment region and match to mouse principal cells
of inner medullary collecting duct type 1/2, suggesting that the
fly lower segment principal cells cluster is a Malpighian tubule
cell type. Finally, to determine the specificity of our cross-species
analysis, we compared mouse kidney cells (15 cell clusters) to the
entire Fly Cell Atlas dataset (252 cell clusters) (15). The results
showed that the mouse clusters align well with the fly Malpighian
tubule clusters if the entire Fly Cell Atlas was used (SI Appendix,
Fig. S9A).

The fly/planaria comparison suggests that fly stem cells are
similar to planarian transition state 1 and transition state 2 tissue-
specific progenitors, indicating that kidney stem cells are present in
both lower animal species but not mammals. Fly main segment
principal cells map to planarian proximal tubule; fly lower tubule
principal cells map to the planarian collecting duct; and fly upper
ureter principal cells and initial and transitional principal cells map
to the planarian distal tubule. Interestingly, fly pericardial nephro-
cytes, garland nephrocytes, bar-shaped and main segment stellate
cells map to planarian flame cells, suggesting that these cell types
have conserved function for removing waste materials (Fig. 5D).

Next, we chose several genes from homologous gene pairs
(Datasets S6 and S7) to test the robustness of the comparative
analyses. Based on the SAMap, fly PDGF- and VEGF-related
factor 1 (Pvf1) and tsh are highly expressed in stellate cells. Strik-
ingly, the corresponding mouse genes pdgfa and Tshz2 are highly
expressed in the lower LOH thin limb of inner medulla of juxta-
medullary nephron (SI Appendix, Fig. S7D). Furthermore, fly
Cyp6g1 and Na+-dependent inorganic phosphate cotransporter (NaPi-
T) genes are highly expressed in main segment principal cells, and
their corresponding genes in the mouse, Cyp4b1 and Slc22a6,
are highly expressed in mouse proximal tubules (SI Appendix, Fig.
S7D). Esyt2 is a marker gene for the fly lower segment principal
cells, and its orthologous gene Esyt1 is highly expressed in principal
cells of the inner medullary collecting duct type 1/2 (SI Appendix,
Fig. S7D). In the fly, sns is highly expressed in nephrocytes, and
the orthologous gene in the mouse, Nphs1, is highly expressed in
mouse podocytes (SI Appendix, Fig. S7D). With regards to pla-
naria, despite the lower extent of genome annotation, we identified
some informative gene pairs (Dataset S7) that include the fly neph-
rocyte marker gene sns, the stellate cell marker gene Neprilysin 2
(Nep2), the stem cell marker gene esg, and the main segment prin-
cipal cell marker gene salt, which could be mapped to the planaria
cell clusters (SI Appendix, Fig. S8D). Altogether, these results indi-
cate that the SAMap mapping results are well supported by con-
served gene-expression programs.

SCENIC results showed that there are 47 unique fly TFs
that can be mapped to 94 orthologs in the mouse (SI Appendix,
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Fig. S9B). Comparing the role of these TFs across species can
suggest novel physiological kidney functions. For example, in
flies loss of Hnf4 is associated with an increase in the level of
purine metabolites, including inosine, adenine, xanthine, hypo-
xanthine, and uric acid (38). Studies in mice on the other hand
have only reported that loss of Hnf4α is associated with renal

proximal tubule development (37), suggesting that Hnf4α may
also play a role in regulating kidney physiology. CellChat (74)
analysis showed that 12 signaling pathways were prominent in
the mouse kidney, including EGF, FGF, GAS, GRN, MIF, MIK,
MK, ncWNT, NRG, PTN, SPP1, VISFATIN, and WNT. Three
of them (EGF, FGF, and WNT) were also expressed in the fly

Fig. 5. Cross-species analysis of fly, planarian, and mouse kidneys using SAMap. (A–C) The cartoons show the structure of the kidneys of three species. The
planaria excretory canal contains tubule cells and flame cells. The fly kidney contains Malpighian tubules and two types of nephrocytes. The mouse kidney
unit contains collecting duct, connecting tubule, convoluted tubule, distal straight tubule, juxtamedullary nephron, proximal tubule, podocytes, and parietal
epithelium. (D) Sankey plot summarizing the cell-type mappings. Edges with alignment scores < 0.1 were omitted. Nonstem cell types are arranged along
the proximal-distal axis. Magenta: stem cell types; red: ultrafiltration cell types; blue: resorption cell types.
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renal system (SI Appendix, Fig. S9C). Previous studies in flies
showed a role for FGF-signaling in the maintenance of hemo-
lymph phosphate homeostasis through Na+-dependent inorganic
phosphate cotransporter (MFS2)-mediated phosphate excretion
by the Malpighian tubules (75), while a mouse study also showed
that FGF23 regulates phosphorus homeostasis (76). We also per-
formed a Kyoto Encyclopedia of Genes and Genomes (KEGG)
metabolic pathways enrichment analysis in the mouse kidney.
Among the highly/ubiquitously expressed metabolic pathways in
mice, purine metabolism, glycerophospholipid metabolism, nico-
tinate and nicotinamide metabolism, and starch and sucrose
metabolism were also observed to be highly/ubiquitously expressed
in flies (SI Appendix, Fig. S9D). We also found 50 pathways that
are specifically expressed in only one or two cell types in mouse.
For example, five metabolic pathways comprising caffeine metabo-
lism, nitrogen metabolism, arginine and proline metabolism, folate
biosynthesis, and thiamine metabolism were predicted to be active,
which is consistent with the fly result (SI Appendix, Fig. S9D).
In summary, these comparative analyses provide more insights
into the conserved molecular mechanisms of kidney function
across species.
We also examined whether the single-nucleus data can help

implicate cell clusters and gene targets in human kidney dis-
eases, especially as a previous study in the mouse has shown
that hereditary human kidney diseases characterized by the
same phenotypic manifestations originate from the same cell
types (77). Strikingly, single-cell distribution of human kidney
diseases in the fly kidney showed that most of these genes were
enriched in the orthologous cell types (SI Appendix, Fig. S10).
In particular, the fly orthologs of 13 of 33 genes associated
with monogenic inheritance of nephrotic syndrome in humans
were expressed in fly nephrocytes. In the mouse, orthologs of
genes associated with the syndrome were expressed in podocytes
(77). Among the fly orthologs, sns, kin of irre (kirre), and cubn
have been shown to have key functions in fly nephrocytes (5).
The fly orthologs of human Nphs1 and Kirrel1, sns, and kirre,
direct adhesion, fusion, and formation of a slit diaphragm-like
structure in insect nephrocytes (25). Knockdown of sns or kirre
leads to a dramatic decrease in uptake of large proteins, consis-
tent with the role of the slit diaphragm in mammalian podo-
cytes (21). Finally, the fly orthologs of two genes associated
with nephrolithiasis, ATPase H+ Transporting V1 Subunit B1
(ATP6V1B1) and ATP6V0A4 (Vacuolar H+-ATPase 55kD sub-
unit [Vha55] and Vha100-2 in flies), are highly expressed in
Malpighian tubule principal cells. Mutations in ATP6V1B1
and ATP6V0A4 have been identified in calcium oxalate kidney
stone patients, suggesting that they are essential for calcium
oxalate kidney stone formation (78). In the mouse, the ortho-
logs of these two genes are hallmarks of intercalated cells, and
one type of intercalated cell (intercalated type non-A non-B cell
of nephron connecting tubule) matched with fly initial and
transitional principal cells (Fig. 5A). Interestingly, flies with
knockdown of Vha55 or Vha100-2 in the Malpighian tubule
also develop calcium oxalate kidney stones (79). Altogether, the
analysis of the expression of fly orthologs of human kidney
disease-associated genes at the single-cell level will help develop
more accurate fly models of human kidney diseases.

Discussion

In this study, we surveyed the cell types of the adult fly kidney
using snRNA-seq and identified all known cell types and their
subtypes. Our data provide insights on the role in kidney dif-
ferentiation and function of three previously uncharacterized

TFs (fru, Sba, and Hnf4). In addition, we identified four cell
shape regulators: RhoGEF64c, Prip, Frq2, and CG10939. We
also performed a developmental trajectory analysis of principal
cells, analyzed the similarity between renal stem cells and intesti-
nal stem cells, characterized cell-to-cell communication between
clusters and the metabolic differences between clusters (detailed
information in SI Appendix, Supplementary Text and Figs. S2 and
S11–S13). Interestingly, six clusters of principal cells mapped to
different regions of the tubule and we could associate them with
different physiological functions (detailed information in SI
Appendix, Supplementary Text and Fig. S2). Of particular interest,
we find that renal stem cells contain two clusters distinguishable
by expression of Dl + klu� and Dl � klu+ (detailed information
in SI Appendix, Supplementary Text and Fig. S11), reminiscent of
intestinal stem cells/enteroblasts in the midgut (29). In addition,
we used FlyPhoneDB (80) to predict ligand–receptor interactions
between different cell clusters, a resource that will help analyze
communication among kidney cells (detailed information in SI
Appendix, Supplementary Text and Fig. S12).

Additionally, our analyses of the trajectories, TFs, cell–cell
communication, and metabolic pathway enrichment, provide a
number of functional insights. For example, cell–cell communi-
cation analysis showed that the Notch (N) ligand only has
interaction within renal stem cells and does not pair with other
cell clusters (SI Appendix, Fig. S12A). Consistently, the regu-
lons identified by SCENIC also showed that N is the target
gene of esg (SI Appendix, Fig. S3B), which is consistent with
previous studies showing that differential Notch activity is
required for renal stem cells homeostasis, and that damage acti-
vates Notch signaling, which in turn regulates differentiation of
renal stem cells to principal cells (16, 81). Renal stem cells,
located in lower ureter principal cells, upper ureter principal
cells, lower tubule principal cells, and lower segment principal
cells can replace cells in these locations following damage (16).
Furthermore, trajectory analyses demonstrated the gradual tran-
sition from cells in lower ureter principal cells, upper ureter
principal cells, lower tubule principal cells, and lower segment
principal cells to main segment principal cells, and initial and
transitional principal cells (SI Appendix, Fig. S2D), while the
metabolic enrichment analysis showed that ry/uro/CG30016 were
up-regulated in main segment principal cells, which is consistent
with uric acid metabolism being the main function of renal cells.
Thus, our trajectory analyses, regulons (TFs), cell–cell communi-
cation, and metabolic pathway enrichments provide insights on
the molecular mechanisms of renal function.

Several studies have compared human and mouse scRNA-seq
datasets in a systematic way (82, 83), which is relatively easy to
do because of their close evolutionary distance. However, such
analysis is more challenging with distant species due to ortholog
mapping. Our cross-species analysis not only provided informa-
tion about the potential functions of unknown cell types, but also
gave us a better comparative understanding of kidney cells from
lower species (planaria) to higher species (mouse). For example,
fly lower segment principal cells map to mouse principal cells of
the inner medullary collecting duct type 1/2 (Fig. 5A), but there
is no corresponding cell type in planaria. Results of the cross-
species analysis will facilitate study of the functions of specific cell
types found in higher animals using lower species as models.

Drosophila Malpighian tubules and nephrocytes have been
used successfully to model human kidney diseases. For example,
mutations in the vacuolar-type H+-ATPase (V-ATPase) sub-
unit genes ATP6V1B1 and ATP6V0A4 in humans have been
identified in recurrent calcium oxalate kidney stones (78) and
knockdown of the fly orthologs, Vha55 and Vha100-2, using
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Uro-Gal4 led to increased formation of calcium oxalate stones
in Malpighian tubules (79). Our fly kidney cell atlas will facili-
tate disease modeling and analysis. First, it will help narrow
down the number of genes to be tested in specific cell types, as
our snRNA-seq has identified cell-type–specific transcriptomes.
Second, as we were able to match cell types between the fly and
mouse, we are now able to associate human kidney disease-
associated genes with specific fly kidney cell types. This critical
information should facilitate the development of more accurate
fly models of human kidney diseases.

Materials and Methods

Details on the single-nucleus isolation and sequencing, dataset processing and
bioinformatics analysis, fly genetics, immunostaining, and confocal microscopy
can be found in SI Appendix, SI Materials and Methods.

Data Availability. All data supporting the findings of this study are available
within the main text and SI Appendix files or from the corresponding author
upon reasonable request. Raw snRNA-seq reads have been deposited in the
Gene Expression Omnibus (GEO) database, https://www.ncbi.nlm.nih.gov/geo
(accession no. GSE202575). Processed datasets can be mined through a web
tool (https://www.flyrnai.org/scRNA/kidney/) that allows users to explore genes
and cell types of interest.

ACKNOWLEDGMENTS. We thank the Microscopy Resources on the North
Quad core at Harvard Medical School for assistance; Sudhir Gopal Tattikota for
suggestions on sequencing and data analysis; and Stephanie Mohr for com-
ments on the manuscript. Relevant grant support includes: National Institute on
Aging R00 AG062746 (to H.L.); National Institute on Deafness and Other Com-
munication Disorders R01 DC005982 (to L.L.); National Institute of Diabetes and
Digestive and Kidney Diseases DK107350, DK094526, and DK110792 (to
A.P.M.); and the Biotechnology and Biological Sciences Research Council–NSF
(N.P.). H.L. is a Cancer Prevention and Research Institute of Texas scholar. S.R.Q.
is an investigator of Chan Zuckerberg Biohub. J.A.T.D. is supported by UK Bio-
technology and Biological Sciences Research Council Grants BB/P024297/1 and
BB/V011154/1. L.L. and N.P. are investigators of the Howard Hughes Medical
Institute.

Author affiliations: aDepartment of Genetics, Blavatnik Institute, Harvard Medical
School, Harvard University, Boston, MA 02115; bDepartment of Biology, Stanford
University, Stanford, CA 94305; cHHMI, Stanford University, Stanford, CA 94305;
dDepartment of Bioengineering, Stanford University, Stanford, CA 94305; eChan
Zuckerberg Biohub, San Francisco, CA 94158; fDepartment of Developmental Biology,
Stanford University School of Medicine, Stanford, CA 94305; gDepartment of Stem Cell
Biology and Regenerative Medicine, Eli and Edythe Broad Center for Regenerative
Medicine and Stem Cell Research, Keck School of Medicine of the University of
Southern California, Los Angeles, CA 90089; hInstitute of Molecular, Cell & Systems
Biology, College of Medical, Veterinary and Life Sciences, University of Glasgow,
Glasgow G12 8QQ, United Kingdom; and iHHMI, Harvard University, Boston, MA 02115

1. S. Nielsen, T. H. Kwon, R. A. Fenton, J. Praetorious, “Anatomy of the kidney” in Brenner & Rector’s
the Kidney, M. W. Taal et al., Eds. (Elsevier/Saunders, ed. 9, 2012), pp. 31–93.

2. B. Denholm, H. Skaer, Bringing together components of the fly renal system. Curr. Opin. Genet.
Dev. 19, 526–532 (2009).

3. A. P. McMahon, Development of the mammalian kidney. Curr. Top. Dev. Biol. 117, 31–64 (2016).
4. J. Miller et al., Drosophila melanogaster as an emerging translational model of human

nephrolithiasis. J. Urol. 190, 1648–1656 (2013).
5. M. Helmst€adter, T. B. Huber, T. Hermle, Using the Drosophila nephrocyte to model podocyte

function and disease. Front Pediatr. 5, 262 (2017).
6. A. C. Jung, B. Denholm, H. Skaer, M. Affolter, Renal tubule development in Drosophila: A closer

look at the cellular level. J. Am. Soc. Nephrol. 16, 322–328 (2005).
7. F. Zhang, Y. Zhao, Z. Han, An in vivo functional analysis system for renal gene discovery in

Drosophila pericardial nephrocytes. J. Am. Soc. Nephrol. 24, 191–197 (2013).
8. T. Hermle, D. A. Braun, M. Helmst€adter, T. B. Huber, F. Hildebrandt, Modeling monogenic human

nephrotic syndrome in the Drosophila garland cell nephrocyte. J. Am. Soc. Nephrol. 28,
1521–1533 (2017).

9. E. Cohen, J. K. Sawyer, N. G. Peterson, J. A. T. Dow, D. T. Fox, Physiology, development, and
disease modeling in the Drosophila excretory system. Genetics 214, 235–264 (2020).

10. P. Garg, A review of podocyte biology. Am. J. Nephrol. 47 (suppl. 1), 3–13 (2018).
11. D. Pearce et al., Collecting duct principal cell transport processes and their regulation. Clin. J. Am.

Soc. Nephrol. 10, 135–146 (2015).
12. A. Roy, M. M. Al-bataineh, N. M. Pastor-Soler, Collecting duct intercalated cell function and

regulation. Clin. J. Am. Soc. Nephrol. 10, 305–324 (2015).
13. A. Ransick et al., Single-cell profiling reveals sex, lineage, and regional diversity in the mouse

kidney. Dev. Cell 51, 399–413.e7 (2019).
14. B. B. Lake et al., A single-nucleus RNA-sequencing pipeline to decipher the molecular anatomy and

pathophysiology of human kidneys. Nat. Commun. 10, 2832 (2019).
15. H. Li et al., Fly cell atlas: A single-cell transcriptomic atlas of the adult fruit fly. Science 375,

eabk2432 (2022).
16. C. Wang, A. C. Spradling, An abundant quiescent stem cell population in DrosophilaMalpighian

tubules protects principal cells from kidney stones. eLife 9, e54096 (2020).
17. M. Y. Yang, Z. Wang, M. MacPherson, J. A. Dow, K. Kaiser, A novel Drosophila alkaline

phosphatase specific to the ellipsoid body of the adult brain and the lower Malpighian (renal)
tubule. Genetics 154, 285–297 (2000).

18. M. A. S€ozen, J. D. Armstrong, M. Yang, K. Kaiser, J. A. Dow, Functional domains are specified to
single-cell resolution in a Drosophila epithelium. Proc. Natl. Acad. Sci. U.S.A. 94, 5207–5212
(1997).

19. B. Denholm et al., The tiptop/teashirt genes regulate cell differentiation and renal physiology in
Drosophila. Development 140, 1100–1110 (2013).

20. J. C. Radford, S. A. Davies, J. A. T. Dow, Systematic G-protein-coupled receptor analysis in
Drosophila melanogaster identifies a leucokinin receptor with novel roles. J. Biol. Chem. 277,
38810–38817 (2002).

21. D. Feingold et al., secCl is a cys-loop ion channel necessary for the chloride conductance that
mediates hormone-induced fluid secretion in Drosophila. Sci. Rep. 9, 7464 (2019).

22. A. Wessing, D. Eichelberg, “Malpighian tubules, rectal papillae and excretion” in The Genetics and
Biology of Drosophila, A. Ashburner, T. R. F. Wright, Eds. (Academic Press, London, 1978), vol. 2c,
pp. 1–42.

23. V. R. Chintapalli et al., Functional correlates of positional and gender-specific renal asymmetry in
Drosophila. PLoS One 7, e32577 (2012).

24. K. A. Dube, D. G. McDonald, M. J. O’Donnell, Calcium homeostasis in larval and adult Drosophila
melanogaster. Arch. Insect Biochem. Physiol. 44, 27–39 (2000).

25. S. Zhuang et al., Sns and Kirre, the Drosophila orthologs of Nephrin and Neph1, direct adhesion,
fusion and formation of a slit diaphragm-like structure in insect nephrocytes. Development 136,
2335–2344 (2009).

26. F. Zhang, Y. Zhao, Y. Chao, K. Muir, Z. Han, Cubilin and amnionless mediate protein reabsorption
in Drosophila nephrocytes. J. Am. Soc. Nephrol. 24, 209–216 (2013).

27. H. Weavers et al., The insect nephrocyte is a podocyte-like cell with a filtration slit diaphragm.
Nature 457, 322–326 (2009).

28. S. Aibar et al., SCENIC: Single-cell regulatory network inference and clustering. Nat. Methods 14,
1083–1086 (2017).

29. R. J. Hung et al., A cell atlas of the adult Drosophilamidgut. Proc. Natl. Acad. Sci. U.S.A. 117,
1514–1523 (2020).

30. H. Zhou, C. Whitworth, C. Pozmanter, M. C. Neville, M. Van Doren, Doublesex regulates fruitless
expression to promote sexual dimorphism of the gonad stem cell niche. PLoS Genet. 17,
e1009468 (2021).

31. E. Laugier, Z. Yang, L. Fasano, S. Kerridge, C. Vola, A critical role of teashirt for patterning the
ventral epidermis is masked by ectopic expression of tiptop, a paralog of teashirt in Drosophila.
Dev. Biol. 283, 446–458 (2005).

32. X. Caubit et al., Teashirt 3 is necessary for ureteral smooth muscle differentiation downstream of
SHH and BMP4. Development 135, 3301–3310 (2008).

33. D. Jenkins et al., Analysis of TSHZ2 and TSHZ3 genes in congenital pelvi-ureteric junction
obstruction. Nephrol. Dial. Transplant. 25, 54–60 (2010).

34. C. Br�as-Pereira et al., dachshund potentiates hedgehog signaling during Drosophila retinogenesis.
PLoS Genet. 12, e1006204 (2016).

35. M. S. Paul, D. Dutta, A. Singh, M. Mutsuddi, A. Mukherjee, Regulation of Notch signaling in the
developing Drosophila eye by a T-box containing transcription factor, Dorsocross. Genesis 56,
e23251 (2018).

36. Z. Fan, J. Zhang, D. Wang, J. Shen, T-box transcription factors Dorsocross and optomotor-blind
control Drosophila leg patterning in a functionally redundant manner. Insect Biochem. Mol. Biol.
129, 103516 (2021).

37. S. S. Marable, E. Chung, J. S. Park, Hnf4a is required for the development of Cdh6-expressing
progenitors into proximal tubules in the mouse kidney. J. Am. Soc. Nephrol. 31, 2543–2558
(2020).

38. W. E. Barry, C. S. Thummel, The Drosophila HNF4 nuclear receptor promotes glucose-stimulated
insulin secretion and mitochondrial function in adults. eLife 5, e11183 (2016).

39. V. Marchesin et al., Molecular basis for autosomal-dominant renal Fanconi syndrome caused by
HNF4A. Cell Rep. 29, 4407–4421.e5 (2019).

40. K. W. Beyenbach, H. Skaer, J. A. T. Dow, The developmental, molecular, and transport biology of
Malpighian tubules. Annu. Rev. Entomol. 55, 351–374 (2010).

41. P. Cabrero et al., Specialized stellate cells offer a privileged route for rapid water flux in Drosophila
renal tubule. Proc. Natl. Acad. Sci. U.S.A. 117, 1779–1787 (2020).

42. J. A. T. Dow, The versatile stellate cell—More than just a space-filler. J. Insect Physiol. 58, 467–472
(2012).

43. P. K. Choubey, N. Nandy, A. Pandey, J. K. Roy, Rab11 plays a key role in stellate cell differentiation
via non-canonical Notch pathway in Malpighian tubules of Drosophila melanogaster. Dev. Biol.
461, 19–30 (2020).

44. A. J. Dornan, K. A. Halberg, L.-K. Beuter, S.-A. Davies, J. A. T. Dow, The septate junction protein
Snakeskin is critical for epithelial barrier function and tissue homeostasis in the Malpighian
tubules of adult Drosophila. bioRxiv [Preprint] (2020). https://doi.org/10.1101/2020.12.14.
422678 (Accessed 8 June 2022).

45. B. Denholm et al., Dual origin of the renal tubules in Drosophila: Mesodermal cells integrate and
polarize to establish secretory function. Curr. Biol. 13, 1052–1057 (2003).

46. M. J. O’Donnell, S. H. Maddrell, Fluid reabsorption and ion transport by the lower Malpighian
tubules of adult female Drosophila. J. Exp. Biol. 198, 1647–1653 (1995).

47. J. Matsuda, K. Asano-Matsuda, T. M. Kitzler, T. Takano, Rho GTPase regulatory proteins in
podocytes. Kidney Int. 99, 336–345 (2021).

48. J. A. Dow et al., The Malpighian tubules of Drosophila melanogaster: A novel phenotype for studies
of fluid secretion and its control. J. Exp. Biol. 197, 421–428 (1994).

49. J. Wang et al., Function-informed transcriptome analysis of Drosophila renal tubule. Genome Biol.
5, R69 (2004).

50. V. R. Chintapalli, J. Wang, J. A. T. Dow, Using FlyAtlas to identify better Drosophila melanogaster
models of human disease. Nat. Genet. 39, 715–720 (2007).

PNAS 2022 Vol. 119 No. 25 e2203179119 https://doi.org/10.1073/pnas.2203179119 11 of 12

D
ow

nl
oa

de
d 

fr
om

 h
ttp

s:
//w

w
w

.p
na

s.
or

g 
by

 1
28

.2
49

.9
6.

10
 o

n 
Ju

ne
 2

0,
 2

02
2 

fr
om

 I
P 

ad
dr

es
s 

12
8.

24
9.

96
.1

0.

http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.2203179119/-/DCSupplemental
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.2203179119/-/DCSupplemental
https://www.ncbi.nlm.nih.gov/geo
https://www.flyrnai.org/scRNA/kidney/
https://doi.org/10.1101/2020.12.14.422678
https://doi.org/10.1101/2020.12.14.422678


51. D. Kolosov, S. Jonusaite, A. Donini, S. P. Kelly, M. J. O’Donnell, Septate junction in the distal ileac
plexus of larval lepidopteran Trichoplusia ni: Alterations in paracellular permeability during ion
transport reversal. J. Exp. Biol. 222, jeb204750 (2019).

52. S. Jonusaite, S. P. Kelly, A. Donini, Identification of the septate junction protein gliotactin in the
mosquito Aedes aegypti: Evidence for a role in increased paracellular permeability in larvae. J. Exp.
Biol. 220, 2354–2363 (2017).

53. L. S. Torrie et al., Resolution of the insect ouabain paradox. Proc. Natl. Acad. Sci. U.S.A. 101,
13689–13693 (2004).

54. P. Cabrero et al., Chloride channels in stellate cells are essential for uniquely high secretion rates
in neuropeptide-stimulated Drosophila diuresis. Proc. Natl. Acad. Sci. U.S.A. 111, 14301–14306
(2014).

55. P. Cabrero, L. Richmond, M. Nitabach, S. A. Davies, J. A. T. Dow, A biogenic amine and a
neuropeptide act identically: Tyramine signals through calcium in Drosophila tubule stellate cells.
Proc. Biol. Sci. 280, 20122943 (2013).

56. S. Jonusaite et al., The septate junction protein Mesh is required for epithelial morphogenesis, ion
transport, and paracellular permeability in the DrosophilaMalpighian tubule. Am. J. Physiol. Cell
Physiol. 318, C675–C694 (2020).

57. V. R. Chintapalli, J. Wang, P. Herzyk, S. A. Davies, J. A. T. Dow, Data-mining the FlyAtlas online
resource to identify core functional motifs across transporting epithelia. BMC Genomics 14, 518
(2013).

58. P. Rosay et al., Cell-type specific calcium signalling in a Drosophila epithelium. J. Cell Sci. 110,
1683–1692 (1997).

59. H. A. MacMillan et al., Anti-diuretic activity of a CAPA neuropeptide can compromise Drosophila
chill tolerance. J. Exp. Biol. 221, jeb185884 (2018).

60. M. J. O’Donnell, J. A. T. Dow, G. R. Huesmann, N. J. Tublitz, S. H. P. Maddrell, Separate control of
anion and cation transport in malpighian tubules of Drosophila melanogaster. J. Exp. Biol. 199,
1163–1175 (1996).

61. D. Kolosov, M. J. O’Donnell, Blending physiology and RNAseq to provide new insights into
regulation of epithelial transport: Switching between ion secretion and reabsorption. J. Exp. Biol.
225 (suppl. 1), jeb243293 (2022).

62. D. Kolosov, P. M. Piermarini, M. J. O’Donnell, Malpighian tubules of Trichoplusia ni: Recycling ions
via gap junctions and switching between secretion and reabsorption of Na+ and K+ in the distal
ileac plexus. J. Exp. Biol. 221, jeb172296 (2018).

63. D. Kolosov et al., Molecular mechanisms of bi-directional ion transport in the Malpighian
tubules of a lepidopteran crop pest, Trichoplusia ni. J. Insect Physiol. 109, 55–68
(2018).

64. J. A. Dow, M. F. Romero, Drosophila provides rapid modeling of renal development, function, and
disease. Am. J. Physiol. Renal Physiol. 299, F1237–F1244 (2010).

65. T. Hirata et al., In vivo Drosophilia genetic model for calcium oxalate nephrolithiasis. Am. J.
Physiol. Renal Physiol. 303, F1555–F1562 (2012).

66. G. M. Landry et al., Sulfate and thiosulfate inhibit oxalate transport via a dPrestin (Slc26a6)-
dependent mechanism in an insect model of calcium oxalate nephrolithiasis. Am. J. Physiol. Renal
Physiol. 310, F152–F159 (2016).

67. M.J. O'Donnell, S.H. Maddrell, Fluid reabsorption and ion transport by the lower Malpighian
tubules of adult female Drosophila. J. Exp. Biol. 198, 1647–1653 (1995).

68. F. Catania et al., World-wide survey of an Accord insertion and its association with DDT resistance in
Drosophila melanogaster. Mol. Ecol. 13, 2491–2504 (2004).

69. J. Yang et al., A Drosophila systems approach to xenobiotic metabolism. Physiol. Genomics 30,
223–231 (2007).

70. G. Le Goff et al., Microarray analysis of cytochrome P450 mediated insecticide resistance in
Drosophila. Insect Biochem. Mol. Biol. 33, 701–708 (2003).

71. K. King-Jones, M. A. Horner, G. Lam, C. S. Thummel, The DHR96 nuclear receptor regulates
xenobiotic responses in Drosophila. Cell Metab. 4, 37–48 (2006).

72. A. J. Tarashansky et al., Mapping single-cell atlases throughout Metazoa unravels cell type
evolution. eLife 10, e66747 (2021).

73. C.T. Fincher, O. Wurtzel, T. de Hoog, K.M. Kravarik, P.W. Reddien, Cell type transcriptome atlas for
the planarian Schmidtea mediterranea. Science 360, eaaq1736 (2018).

74. S. Jin et al., Inference and analysis of cell-cell communication using CellChat. Nat. Commun. 12,
1088 (2021).

75. E. Rose et al., Endocrine regulation ofMFS2 by branchless controls phosphate excretion and stone
formation in Drosophila renal tubules. Sci. Rep. 9, 8798 (2019).

76. M. S. Razzaque, FGF23-mediated regulation of systemic phosphate homeostasis: Is Klotho an
essential player? Am. J. Physiol. Renal Physiol. 296, F470–F476 (2009).

77. J. Park et al., Single-cell transcriptomics of the mouse kidney reveals potential cellular targets of
kidney disease. Science 360, 758–763 (2018).

78. N. A. Dhayat et al., The vacuolar H+-ATPase B1 subunit polymorphism p.E161K associates with
impaired urinary acidification in recurrent stone formers. J. Am. Soc. Nephrol. 27, 1544–1554 (2016).

79. Q. X. Fan, S. Q. Gong, X. Z. Hong, X. M. Feng, F. J. Zhang, Clinical-grade Garcinia cambogia extract
dissolves calcium oxalate crystals in Drosophila kidney stone models. Eur. Rev. Med. Pharmacol.
Sci. 24, 6434–6445 (2020).

80. Y. Liu et al., FlyPhoneDB: An integrated web-based resource for cell-cell communication prediction
in Drosophila. Genetics 220, iyab235 (2022).

81. Z. Li, S. Liu, Y. Cai, Differential Notch activity is required for homeostasis of malpighian tubules in
adult Drosophila. J. Genet. Genomics 41, 649–652 (2014).

82. A. Butler, P. Hoffman, P. Smibert, E. Papalexi, R. Satija, Integrating single-cell transcriptomic data
across different conditions, technologies, and species. Nat. Biotechnol. 36, 411–420 (2018).

83. R. D. Hodge et al., Conserved cell types with divergent features in human versus mouse cortex.
Nature 573, 61–68 (2019).

84. J. A. T. Dow, S. A. Krause, P. Herzyk, Updates on ion and water transport by the Malpighian tubule.
Curr. Opin. Insect Sci. 47, 31–37 (2021).

12 of 12 https://doi.org/10.1073/pnas.2203179119 pnas.org

D
ow

nl
oa

de
d 

fr
om

 h
ttp

s:
//w

w
w

.p
na

s.
or

g 
by

 1
28

.2
49

.9
6.

10
 o

n 
Ju

ne
 2

0,
 2

02
2 

fr
om

 I
P 

ad
dr

es
s 

12
8.

24
9.

96
.1

0.


