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Fate and behavior of neural progenitor cells are tightly regulated
during mammalian brain development. Metabolic pathways, such
as glycolysis and oxidative phosphorylation, that are required for
supplying energy and providing molecular building blocks to gen-
erate cells govern progenitor function. However, the role of de
novo lipogenesis, which is the conversion of glucose into fatty
acids through the multienzyme protein fatty acid synthase (FASN),
for brain development remains unknown. Using Emx1Cre-
mediated, tissue-specific deletion of Fasn in the mouse embryonic
telencephalon, we show that loss of FASN causes severe micro-
cephaly, largely due to altered polarity of apical, radial glia pro-
genitors and reduced progenitor proliferation. Furthermore,
genetic deletion and pharmacological inhibition of FASN in human
embryonic stem cell-derived forebrain organoids identifies a con-
served role of FASN-dependent lipogenesis for radial glia cell
polarity in human brain organoids. Thus, our data establish a role
of de novo lipogenesis for mouse and human brain development
and identify a link between progenitor-cell polarity and lipid
metabolism.
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he formation of the mammalian brain depends on complex

molecular mechanisms controlling the fate of neural pro-
genitors, the number of neural cells generated, the correct dif-
ferentiation and positioning of neural progeny, and the proper
connectivity of individual neural cells and subregions (1-4).
Prior research focused especially on the development of the
mammalian cortex, given its role in higher cognitive functions
and its substantial changes in size and connectivity that
occurred with evolution (5-7).

In the developing cortex, there are two major classes of neu-
ral progenitor cells (NPCs): apical progenitors (APs) that
divide in the ventricular zone (VZ) lining the ventricles and
basal progenitor cells (BPs) that are derived from APs and
divide within the subventricular zone (SVZ) to generate neuro-
nal progeny (8-12). Early during embryonic development, APs
(also referred to as radial glia cells given their long apical pro-
cesses that span from the ventricle to the pial surface) initially
expand via symmetric duplicating cell divisions before they
enter asymmetric divisions, generating one self-renewed AP
and either directly a neuronal daughter cell or an intermediate
BP (10, 13-15). Based on genetics, single-cell RNA-sequencing
(scRNA-seq), in vivo perturbations, and a number of transcrip-
tional programs have been identified that regulate the distinct
developmental steps orchestrating the generation of the correct
number and layer-specific type of neurons generated before the
onset of gliogenesis that occurs after most neuronal cells that
are populating the cortex are born (16-18).

Recent data indicated that cell type— and state-dependent
shifts in cellular metabolism, required for energy supply and for
providing molecular building blocks for proliferating and new-
born cells, are critically involved in the formation of the mam-
malian brain (19, 20). For example, it has been shown that APs
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are highly glycolytic while proliferative BPs metabolically shift
toward oxidative phosphorylation (OXPHOS) (21-23). Further-
more, the breakdown of fatty acids (p-oxidation) into Acetyl-
CoA (Acetyl coenzyme A) to fuel the tricarboxylic acid (TCA)
cycle is necessary for normal brain development (24, 25).
Indeed, a number of genetic diseases, such as certain forms of
microcephaly, have been linked to alterations in glycolysis,
B-oxidation, and glutaminolysis (26). However, a role for de
novo lipogenesis, a major metabolic process in which the multi-
protein enzyme fatty acid synthase (FASN) converts glucose
into palmitate, the building block for more complex fatty acids,
in the context of embryonic brain development remains unex-
plored (19, 20). Interestingly, previous studies showed that
FASN is required for progenitor-cell divisions in adult neuro-
genic niches such as the hippocampus and the adult SVZ (27,
28). A recessive point variant in the human FASN gene, causing
an enzymatic gain of function, has been associated with intellec-
tual disability and affects NPCs (29, 30). In addition, de novo
mutations in FASN have been associated with developmental
epileptic encephalopathy (31), further indicating relevance of
FASN-dependent lipid metabolism for human brain develop-
ment and disease.

To probe for a potential role of FASN-dependent lipogenesis
in mammalian brain development, we conditionally deleted
Fasn in the developing mouse cortex and in human embryonic
stem cell (hESC)-derived forebrain organoids. We show that
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genetic deletion and pharmacological inhibition of FASN
causes a microcephalic phenotype due to altered polarity of
APs, subsequent disruption of VZ cellular architecture, and
reduced progenitor proliferation. Thus, our findings identify de
novo lipogenesis as a key metabolic process ensuring proper
development of the mouse and human brain.

Results

Genetic Deletion of Fasn Causes Microcephaly. Previous work
showed that FASN is enriched in adult neural stem cells and is
important for their proliferation (27, 28). Suggesting a role for
FASN also during embryonic brain development, we found an
enrichment of FASN in the VZ compared to upper regions in
the embryonic pallium at embryonic day (E) 14.5 (Fig. 14 and
SI Appendix, Fig. S14). To test the functional relevance, and
given that complete deletion of Fasn in mice leads to preim-
plantation embryonic death (32), we conditionally deleted Fasn
in the embryonic telencephalon by crossing mice harboring
floxed Fasn alleles (Fasn™) with Emx1“™ mice (hereafter
called Fasn-cKO). We confirmed the efficiency of genetic Fasn
deletion by measuring FASN levels in the cortex at different
embryonic time points using immunofluorescence. EmxI starts
being expressed at E9.5 (33), but FASN protein levels were not
yet reduced at E10.5 (SI Appendix, Fig. S14). However, FASN
protein was virtually absent at E12 and E14.5 in the pallium (S/
Appendix, Fig. S1 B and C). Emx1Cre-mediated deletion of
Fasn caused severe disorganization of cortical layers that lacked
a clear separation between VZ, SVZ, and the cortical plate
(CP) at E12 and E14.5, with cells of all differentiation stages
(APs expressing SOX2, BPs expressing TBR2, and neurons
expressing CTIP2 or TBR1) being aberrantly located through-
out the pallial wall upon Fasn loss (Fig. 1 B, E, and F). To gain
further insights into the microcephalic phenotype upon Fasn
deletion, we analyzed the embryonic cortex at different devel-
opmental time points. While cortical thickness was not affected
at E12, we found increased numbers of TBR2-labeled BPs and
premature neuronal differentiation at E12; AP numbers and
progenitor proliferation, measured using KI67, were not sub-
stantially affected (Fig. 1 C and D and SI Appendix, Fig. S1 D
and E). However, cell death levels were increased at E12 (SI
Appendix, Fig. S1 F and G). At E14.5, the AP progenitor pool
and the number of BPs and neuronal cells (expressing TBR1)
were reduced, causing a substantial reduction of cortical thick-
ness in Fasn-cKO mice compared to controls (Fig. 1 E-I). BPs
showed reduced proliferation at E14.5 (Fig. 1J). However, we
found no differences in cell-cycle exit/reentry dynamics between
progenitors in Fasn-cKO mice and controls (Fig. 1K). Thus, our
data indicate that initial premature neuronal differentiation,
reduced BP cell proliferation, and a loss of APs cause severe
microcephaly in Fasn-cKO mice.

FASN Is Required for AP Polarity. The establishment and mainte-
nance of cellular polarity play a pivotal role for proper morpho-
genesis of the developing cortex (34, 35). The apico-basal
domain is crucial for AP behavior, and radial process extending
from APs toward the pia, forming a radial glia scaffold, are
required for neuronal migration and correct cortical lamina-
tion. Given the observed laminar disorganization of the pallium
upon Fasn deletion (Fig. 1 B and E), we hypothesized that cell
polarity and maintenance of the apical domain may be affected
in Fasn mutant progenitors. The radial glia scaffold, visualized
using the intermediate filament Nestin, lacked the typical
columnar organization and was instead collapsed in Fasn-cKO
mice at E14.5 compared to controls (Fig. 24). The integrity
and extension of Nestin-labeled radial processes were affected
at both apical and basal regions of the developing cortex
in Fasn-cKO mice (Fig. 24 and SI Appendix, Fig. S2D).
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Furthermore, we analyzed the expression and localization of
two markers of the apical domain, ZO-1 and f-catenin, which
are both localized to adherens junctions of APs in the embry-
onic brain (36, 37). Instead of forming a defined apical domain,
we found aberrant localizations of ZO-1 and f-catenin in Fasn-
cKO mice, with a complete loss of tissue polarization (Fig. 2B).
Thus, our data indicate that genetic deletion of de novo lipo-
genesis not only alters progenitor activity but also affects cellu-
lar polarity of progenitor cells in the developing mouse cortex.

Pharmacological Inhibition of FASN Affects Integrity of Forebrain
Organoids. After identifying a crucial role of proper FASN activ-
ity for cortical morphogenesis in the embryonic mouse brain, we
next aimed to determine if FASN’s relevance for brain develop-
ment is conserved in human tissues. Previous work identified
high levels of FASN RNA expression in APs of the human devel-
oping cortex and showed that enhanced FASN activity, caused
by a human variant associated with intellectual disability, affects
progenitor-cell activity (11, 30). We probed the relevance of
FASN in human progenitors by analyzing regionalized forebrain
organoids derived from hESCs using a previously established
approach (30, 38). We reduced FASN activity in 30-d-old orga-
noids by using two pharmacological inhibitors of FASN, Orlistat
and Cerulenin (Cer) (Fig. 3 A and B and SI Appendix, Fig. S3A4)
(39, 40). A total of 4 d after the addition of Cer, organoids with
FASN inhibition showed reduced numbers of neurons and a sub-
stantially altered structural organization (Fig. 3 B-E and S/
Appendix, Fig. S3B), which was associated with reduced mitotic
activity within the pool of outer radial glia progenitors, visualized
using phospho-Vimentin (pVim) and SOX2 (SI Appendix, Fig.
S3C). Indeed, continuous spinning in bioreactors upon exposure
to pharmacological FASN inhibitors caused a loss of structural
integrity within organoids, which consist of several cortical units
starting to break apart (Fig. 3 B and C). Corroborating the
effects of Fasn deletion in mouse progenitors, we found that
pharmacological inhibition of FASN caused a lack of apico-basal
cell polarity, visualized by the localization of ZO-1 and
B-catenin, a collapse of the radial glia scaffold, as measured by
Nestin localization (Fig. 3 C and D). Thus, hESC-derived orga-
noids show FASN dependency for proper organization and
maintenance of structural integrity.

Organoid Imaging Reveals Function of FASN for Polarity of Human
APs. Given the dramatic morphological changes in forebrain
organoids with pharmacological inhibition of FASN, we next
genetically deleted Fasn from neural progenitors within hESC-
derived organoids using a CRISPR-Cas9-based approach (Fig.
44). Guide RNAs (gRNAs) targeting the second exon of the
human FASN gene were efficient to reduce FASN levels com-
pared to nontargeting gRNA controls (SI Appendix, Fig. S4
A-C). Using in organoid electroporation of gRNAs, we tar-
geted cells lining the ventricle-like regions from several cortical
units within individual organoids at day 30. EASN-targeting
gRNAs (or nontargeting control gRNAs) were coelectropo-
rated with green fluorescent protein (GFP)-expressing plas-
mids, allowing for the visualization of electroporated cortical
units. Analyzing cortical units 24 h after electroporation
revealed that cortical units with genetic Fasn deletion were
comparable to controls (Fig. 4C). However, 50 h after electro-
poration, Fasn-deleted cells showed a strongly disrupted radial
morphology, as measured using Nestin, and aberrant cellular
polarity, as measured using ZO-1 and f-catenin. (Fig. 4 B-D).
In contrast, organoids that were electroporated with nontarget-
ing control plasmids showed preserved radial glia scaffold mor-
phology and intact apical domains (Fig. 4 B-D). These findings
suggest that, analogous to mouse developing cortex, FASN-
dependent lipogenesis is crucial for polarity of human neural
progenitors.
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Fig. 1. FASN is required for mouse cortex development. (A) Structure of the E14.5 developing mouse cortex with APs (SOX2, green), BPs (TBR2, red),
and neurons (CTIP2, white). The right panel shows FASN expression (red) at E14.5. Dashed lines demarcate different layers of the developing cortex.
(B) Compared to control (Con) mice (Left), FASN-cKO causes severe disorganization of the cortical wall at E12 and premature differentiation of SOX2-
labeled progenitors (green) into TBR2-labeled (red) progenitors. Boxed areas are zoomed in. (C) The bar graph shows quantification of cortical thickness
at E12. (D) Quantifications of the number of SOX2- and TBR2-labeled cells at E12. (E) At E14.5, FASN-cKO mice show microcephaly and disorganization
within the cortical wall of SOX2-labeled (green) progenitors and TBR2-labeled (red) progenitors. Additionally, FASN-cKO mice show a reduction in num-
ber of TBR2-positive cells. Boxed areas are zoomed in. (F) TBR1-labeled neurons (red) are reduced and abnormally localized within the cortical wall com-
pared to control (Left) at E14.5. APs are labeled with SOX2 (green). (G) The bar graph shows quantification of cortical thickness at E14.5. (H) Quantifica-
tions of the number of SOX2- and TBR2-labeled cells at E14.5. (/) Quantifications of TBR1-labeled neurons at E14.5. (J) FASN deletion causes reduced
proliferation (K167, white) of TBR2-labeled BPs (red) with SOX2-expressing (green) progenitor proliferation being not significantly affected. The bar
graphs show quantifications of KI67-labeled cell-expression SOX2 (Top) and TBR2 (Bottom) at E14.5. (K) Retention of BrdU (green) is reduced in FASN-cKO
mice 24 h after injection. However, cell-cycle exit and reentry, measured by BrdU and K167 (red) colabeled cells, is not different between FASN-cKO and
controls. The bar graphs show quantifications of BrdU (Top) and the percentage of BrdUKI67-labeled cells over total BrdU cells (Bottom) at E14.5. 1Z,
intermediate zone. Values are reported as mean =+ SD; n.s., nonsignificant; *P < 0.05; **P < 0.005; and ****P < 0.0005 by unpaired t test; each data point
depicts one embryo. (Scale bars, 100 pm in main panels and 50 um in zoomed panels.)
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FASN deletion disrupts progenitor-cell polarity. (A) Analysis of the intermediate filament Nestin (white), labeling the radial glia scaffold, shows

disorganization of the embryonic cortex at E12 (top row of panels) and E14.5 (bottom row of panels). Boxed areas are zoomed in. Arrowheads point
toward radial processes extending from APs in control and collapsed process in Fasn-cKO animals. (Scale bars, 100 pm in main panels and 50 pm in
zoomed panels.) (B) Expression of proteins associated with adherens junctions and cell polarity (ZO-1, red; p-catenin, green) shows disrupted polarity at
E12 (Top) and E14.5 (Bottom) in the developing cortex. (C) Shown are intensity profiles (measured in A.l.U.; arbitrary intensity units) of ZO-1 and
p-catenin throughout the cortical wall with distance from the ventricle. Note the enriched signal of ZO-1 and f-catenin in close proximity to the ventricle

that is lost upon FASN deletion. (Scale bars, 25 um.)

To analyze the dynamics of how Fasn deletion affects AP
polarity, we followed individual cells upon Fasn deletion using
time-lapse microscopy in live organoids. Whereas the structure
of radial processes was comparable between Fasn-deleted and
control cells 24 h after electroporation, we found that apical
processes extending from progenitors that had received Fasn-
targeting gRNAs became highly unstable within 26 h of time-
lapse imaging and were more likely to collapse compared to
nontargeting control cells (Fig. 4 and Movies S1 and S2).
Thus, our data reveal that FASN-dependent de novo lipogene-
sis is required for proper progenitor behavior in the developing
brain and alters cellular polarity in mouse and human progeni-
tor cells.

FASN Inhibition Alters the Proteome of CD133-Labeled Progenitors.
To start characterizing molecular alterations of human neural
progenitors upon FASN inhibition, we analyzed the proteome
of CD133-labeled cells. CD133 (also called Prominin-1) is a
transmembrane glycoprotein that is enriched in mouse and
human progenitors (41-44). We used low-input mass spectrom-
etry (MS)-based proteomics of CD133-positive cells isolated by
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FACS in 30-d-old organoids and compared vehicle-treated con-
trol organoids to 24 h Cer-treated organoids that showed slight
reductions of CD133 levels (Figs. 3 4 and B and 5 4 and B and
SI Appendix, Fig. S54). We identified 202 proteins showing dif-
ferential levels (80 higher and 122 lower with Cer) (Fig. 5 C
and D and Datasets S1 and S2). Interestingly, gene ontology
(GO) enrichment analysis revealed down-regulation of proteins
involved in cell polarity and cytoskeleton interaction (e.g.,
VCL, ACTN4, STMN1, CRK, and MSN), fully in line with the
cellular phenotype of the altered polarity identified in mouse
and human APs (Fig. 5E, SI Appendix, Fig. S5 B and C, and
Datasets S3-S5). Furthermore, proteins annotated with cell pro-
liferation and several metabolic processes, such as NADH (nico-
tinamide adenine dinucleotide reduced) and carbohydrate
metabolism, were reduced (e.g., GPI, ALDOA, and ENO1),
while proteins associated endoplasmic reticulum stress, unfolded
protein response, and RNA processing were increased upon
FASN inhibition (e.g., HSP90ABI1, FAF2, and RPS15A) (Fig.
SE, SI Appendix, Fig. S5 B and C, and Datasets S3-S5). Thus,
pharmacological inhibition of FASN leads to molecular altera-
tions in human CD133-labeled cells that may underlie the
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Fig. 3. FASN regulates development of human forebrain organoids. (A) A schematic showing the strategy to generate hESC-derived forebrain organoids
and experimental outline of FASN pharmacological inhibition using the FASN inhibitor Cer. (B) Bright-field images of d30 forebrain organoids after 4 d of
treatment with vehicle (Con) or Cer. Note the disruption of tissue integrity upon FASN inhibition. (Scale bars, 1 mm.) (C) Radial glia scaffold (Nestin,
white) assessment in cortical units from control and Cer-treated organoids. Boxed areas are zoomed in (Right). Quantification of the percentage of intact
cortical units in analyzed organoids. (D) Cell-polarity (ZO-1, red; p-catenin, green; in lower panels) assessment in cortical units from control and Cer-
treated organoids. (E) FASN inhibition causes reduced neurogenesis, as measured by quantifying the number of CTIP2-labeled neurons (white) per cortical
unit. All analyses were done comparing control and Cer 200 pM. CHIR, CHIR-99021; EB, embryoid body; Dorso, dorsomorphin; SB, SB-431542. Values are
reported as mean + SD; ***P < 0.001 and ****P < 0.0005 by unpaired t test; each data point depicts an organoid in C and a cortical unit in D. (Scale bars,

100 pm in main panels and 50 pm in zoomed panels.)

polarity-associated neural progenitor phenotype. To substanti-
ate a link between lipid metabolism and cell polarity, we
hypothesized that polarity may depend on S-acylation (palmi-
toylation), a reversible lipid modification of proteins affecting
the localization, stability, and protein interactions (45) of pro-
teins involved in progenitor-cell polarity. Therefore, we
assessed the presence of palmitoylated proteins using the pal-
mitate analog 17-octadecynoic acid (17-ODYA) (46). Interest-
ingly, we observed enriched levels of 17-ODYA-labeled pro-
teins around the ventricular surface and within radial
processes from APs, which were lost upon Cer treatment (Fig.
5F) (47). To determine if protein palmitoylation indeed affects
cell polarity, we added 2-bromo-palmitate (2-BP), an inhibitor
of protein palmitoylation (48, 49), for 4 d to forebrain organo-
ids. Supporting a role of palmitoylation for cell polarity, 2-BP
treatment substantially altered AP polarity, as measured by a
lack of a clear ZO-1 apical belt in a dose-dependent manner
(Fig. 5G and SI Appendix, Fig. S5D). However, 2-BP-treated
organoids did not show a complete loss of radial processes,
indicating that the effects of FASN deletion do not exclusively
depend on a reduction of protein palmitoylation (Fig. 5G).

Discussion

We here used conditional gene deletion and pharmacological
inhibition to identify a role for FASN-dependent de novo lipo-
genesis for mouse and human brain development. Impaired
FASN activity is linked to impaired cell proliferation and dis-
turbs polarity of progenitor cells that is required to maintain
the structural integrity of the developing cortex.

Cellular metabolism has been recently identified to be of piv-
otal importance for proper embryonic development, sensing
environmental conditions (e.g., availability of substrates), and
regulating virtually all steps from cell proliferation, fate choice
decisions, and subsequent differentiation and integration of
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daughter cells (19, 20). Proliferating neural progenitors show
high levels of aerobic glycolysis before they switch upon differ-
entiation to OXPHOS, fueling the TCA cycle for energy pro-
duction (21-24, 50). In addition, a variety of other metabolic
pathways, including glutaminolysis, 1-carbon metabolism, and
cholesterol metabolism, are required for normal brain develop-
ment (26, 51-53). Catabolic lipid metabolism (i.e., the break-
down of fatty acids via p-oxidation) has been shown to be
important for symmetric, duplicating progenitor-cell divisions
in the embryonic brain (24, 25). Supporting the relevance of
cellular metabolism for brain development, a number of var-
iants and mutations in enzymes involved in the regulation or
execution of metabolic pathways have been linked to genetic
diseases affecting the brain (19).

However, a role for anabolic lipid metabolism (i.e., the conver-
sion of glucose into fatty acid mediated through FASN) in the
context of cortex development remained unexplored. Previous
work showed that progenitors in the adult brain require FASN for
proliferation and that a human point variant, causing enhanced
FASN activity, impairs human progenitor proliferation (27, 28,
30). Moreover, several recently identified de novo mutations in
human FASN have been associated with developmental epileptic
encephalopathy, further indicating relevance of FASN for human
brain development and disease (31). Using genetics and pharma-
cological inhibition, we here establish a role for de novo lipogene-
sis for mouse and human neural progenitor function.

How does FASN exert its function on brain development?
Whereas basic metabolic shifts in the course of neurogenesis are
beginning to be understood, the exact cell state—dependent
changes for major metabolic pathways, from duplicating APs, to
asymmetrically dividing APs, to proliferating BPs, and eventually
to differentiating neurons, remain obscure (19). This is due to the
fact that most metabolic analysis, such as metabolomics or metab-
olite tracing, relies on relatively large amounts of starting tissues,
thus making analyses with high spatial (e.g., cellular) and temporal
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Fig. 4. Genetic ablation of FASN in forebrain organoids affects polarity of human progenitors. (A) A schematic showing the design of in organoid elec-
troporation and live-imaging experiments. (B) Radial glia scaffold (RGS; Nestin, white) integrity assessment in cortical units targeted with control or
FASN-KO gRNAs (visualized using GFP, green). Note disruption of the radial scaffold in FASN-targeted areas. Arrowheads point toward examples of elec-
troporated cells. (Scale bars, 50 um.) (C) Quantification of the percentage of intact electroporated cortical units 24 h (d31) and 50 h (d32) after electropo-
ration. (D) Cell-polarity (f-catenin, red; ZO-1, white) integrity assessment in cortical units targeted with control or FASN-KO gRNAs, revealing impaired
integrity of cortical units upon FASN deletion. Arrowheads point toward examples of electroporated cells. (Scale bars, 50 um.) (E) Time course of cortical
units with GFP-labeled APs with visible radial processes and quantification of remaining processes after 26 h of imaging. Note the collapse of radial pro-
cesses upon FASN deletion (red arrowheads) compared to electroporated control cells. Boxed areas are zoomed in (Right). The bar graph shows quantifi-
cation of intact organoids at the beginning of imaging (t0 = 24 h after electroporation) and at the end of imaging (50 h after electroporation, 26 h after
beginning of imaging). Arrowheads point toward radial processes from GFP+ cells. (Scale bars, 25 pm.) NT, nontargeting guide RNA; KO, FASN knock out
guide RNAs. Values are reported as mean + SD; n.s., not-significant; *P < 0.05; **P < 0.005; unpaired t test; each data point depicts an organoid in C and

D and an imaged cortical unit in E.

resolution challenging (54, 55). Single-cell genomics, increasingly
obtained in mouse and human tissues, is helpful to delineate met-
abolic programs (11, 16, 42, 56, 57). However, it is also clear that
metabolism is not only regulated via gene transcription but rather
is a highly complex process that depends on substrate availability
and localization/availability of rate-limiting enzymes (58). Thus,
future work will require advanced technology allowing for zoom-
ing in onto each developmental step from progenitor expansion
to neuronal differentiation. Indeed, metabolic adaptations may
serve as an integration hub of how a plethora of signaling path-
ways, including bone morphogenic protein (BMP) or WNT sig-
naling, both associated with regulating metabolism, will ultimately
affect cellular behavior and fate in the developing brain (59, 60).
Effects of metabolism on cell behavior may be achieved
through providing sufficient energy and supplying building
blocks for cell growth but also by regulating other cellular pro-
cesses such as RNA transcription (19, 20, 61).

The finding that AP polarity is altered by FASN inhibition pro-
vides a link between metabolism and cell polarity in mouse and
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human progenitors. Proteomics of CD133-labeled progenitors
revealed, among other changes, reduced levels of proteins anno-
tated in cell polarity and cytoskeletal interactions, further sup-
porting a role for lipid metabolism in neural progenitor-cell
polarity. The functional relevance of differentially regulated pro-
teins upon FASN inhibition needs to be tested in future work.
However, it is tempting to speculate that, beyond a potential role
of lipogenesis for cell growth, an FASN-dependent supply of pal-
mitate may be required for palmitoylation (also referred to as S-
acylation) and, therefore, correct function of components of the
apical domain in APs. Palmitoylation is a reversible lipid modifi-
cation of proteins, affecting the localization, stability, trafficking,
and protein interactions of lipid-modified proteins (45). Indeed,
previous work showed that the depalmitoylase APT1 is important
for asymmetric partitioning of Notch and WNT signaling compo-
nents during asymmetric cell division (62). In addition, other pro-
teins involved in progenitor-cell polarity, such as CDC42 and
JAM-3, have been shown to be palmitoylated (48, 63-65). Nota-
bly, FASN-dependent palmitoylation has been identified to be
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important for S-acylation of proteins, such as MUCIN-2 and
eNOS, outside the brain (66, 67). Indeed, we provide evidence
for an enrichment of palmitoylated proteins, as measured by
17-OYDA incorporation, in apical domains and radial processes
of APs. Furthermore, integrity of cortical units was affected by
2-BP-mediated inhibition of palmitoylation. Given that neural
progenitors show a large number of palmitoylated proteins and
that palmitoylation of, for example, BMP receptors is important
to guide the fate of embryonic progenitors (68), future work will
be needed to determine if the palmitoyl proteome is affected in
APs upon manipulation of FASN levels.

The data shown here establish a critical role for FASN-
mediated lipogenesis for mouse and human progenitor behavior
and provide a link between lipid-dependent cellular metabolism
and cell polarity in the developing cortex.

Materials and Methods

FASN-cKO Animal Model and Handling. All experimental animals were
Fasnflofo% Emx1<®+ and compared to Fasn®"T;Emx1** littermate controls
(33, 69). For timed pregnancies, the date of plug was defined as E0.5 and a
lethal dose of anesthesia (Esconarkon, Streuli) was given intraperitoneally to
the pregnant dam before embryo collection. For cell-cycle exit experiments,
pregnant dams were injected with BrdU (50 mg/kg) intraperitoneally at E13.5
and embryos were collected 24 h later. Mice were kept in ventilated cages
under a 12-h dark/light cycle with access to food and water. All animal experi-
ments were performed in accordance with Swiss regulatory standards and
approved by the veterinary office of the Canton of Zurich.

hESC and Organoid Cultures. H9-hESCs (Wicell, passage 31) were cultured
as described in ref. 30. For electroporations, cells were kept for at least 2 h in
10 uM Y-27632, followed by single-cell passage using Accutase (Sigma-
Aldrich). Approximately 2 million cells were electroporated using the Nucleo-
fector Kit V (Lonza) in an AMAXA electroporator using program A-23.
Afterward, cells were plated on glass coverslips and kept for 24 h in mTeSR Plus
containing 10 pM Y-27632. All experiments done using hESCs were approved
by the ethics commission of the Canton of Zurich, Switzerland. Organoids were
generated as described before with slight modifications as described in S/
Appendix, Supplementary Materials and Methods (30, 38). Forebrain organoid
tissue was prepared by fixing in 4% paraformaldehyde/0.1 M phosphate buffer
for 30 min at room temperature, followed overnight by 30% sucrose/PBS
(phosphate buffer saline) at 4 °C. Fixed tissue was then embedded in cryopro-
tectant O.C.T. (Sakura), snap frozen in liquid nitrogen, and stored at —20°C
before sectioning.

FASN Pharmacological Inhibition, Palmitate Labeling, and Palmitoylation
Inhibition Experiments. For FASN pharmacological inhibition experiments 1
through 3, organoids were placed in eight-well chamber slides (Nunc-Lab
Tek, Thermo Fisher) and fed with media supplemented with the indicated
concentration of Cer or Orlistat, replaced every 24 h. Control wells were sup-
plemented with EtOH (ethanol) and DMSO (dimethylsulfoxide), respectively.
For proteomic experiments, 35-d-old organoids were treated with Cer for 48
h and were further dissociated using a previously described protocol and
FACS (fluorescence activated cell sorting) sorted using an APC
(allophycocyanin)-coupled anti-CD133 antibody (70). For palmitate labeling,
organoids were treated with 20 uM 17-ODYA (Sigma-Aldrich) 4 h before fix-
ing. 17-ODYA fluorescent labeling was done using a click-chemistry reaction
kit (Invitrogen) according to the manufacturer’s instructions. For the palmi-
toylation inhibition experiment, organoids were kept in 2-BP for 4 d
before collection.

In Organoid Electroporation. A solution containing the gRNAs (2 pg each),
GFP-Max reporter (4 pg) plasmids, and Fast Green (diluted 1:100 in water) was
injected into the organoids using a Femtolet 4i microinjector (Eppendorf) and
a sharpened glass capillary needle. Injected organoids were imbibed in nucle-
ofector solution and electroporated using the same protocol as for hESCs.
Organoids were then washed and placed in spinners for 24 h. Only the orga-
noids that maintained macroscopic integrity were kept for live imaging or tis-
sue processing. For live-imaging experiments, two organoids were placed in
four-well chamber slides (Nunc-Lab Tek, Thermo Fisher) and imaged for 26 h.

1. H. Blockus, F. Polleux, Developmental mechanisms underlying circuit wiring: Novel
insights and challenges ahead. Curr. Opin. Neurobiol. 66, 205-211 (2021).
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Immunohistochemistry/Immunocytochemistry. Embryo heads were dissected
on ice-cold PBS and placed in 4% paraformaldehyde/0.1 M phosphate buffer
overnight at 4°C, followed overnight by 15% and subsequent 30% sucrose/
PBS at 4°C. Fixed heads were then embedded in cryoprotectant Tissue-Tek
0O.C.T (Sakura), snap frozen in liquid nitrogen, and stored at —20 °C before sec-
tioning. The 20-pm-thick mounted sections were obtained for histological
analysis using a Cryostat (Leica). Both embryonic mouse and organoid frozen
tissue were sectioned using a Cryostat (Leica), and 20-um-thick sections were
obtained for histological analysis. Samples were washed and blocked in PBS
with 3% donkey serum (Millipore) and 0.25% Triton-X for 30 min prior to anti-
body incubation. Slides with primary antibody were kept at 4 °C for 24 to 48 h.
Tissue was further washed and blocked again for 15 min followed by second-
ary antibody staining at room temperature for 1.5 h. For BrdU stains, mouse
embryonic tissues were treated with 1 N HCl at 4 °C for 10 min, 2 N HCl at 37 °C
for 30 min, and 0.1 M borate buffer (pH 8.8) for 10 min, followed by extensive
washes with PBS. DAPI or Hoechst was used to counterstain cell nuclei. Tissues
were coverslipped with ImmuMount (Thermo Fisher) and kept at 4°C until
imaged. Antibodies and dilutions used are outlined in S/ Appendix, Table S2.

Microscopy and Image Analysis. Confocal imaging of embryonic tissue and
cerebral organoids was done using a Zeiss LSM800. Bright-field images of
organoids were taken with an Evos XL Core microscope (Life Technologies).
Bright-field imaging of postnatal mouse brains was done using the SZ61 Ste-
reo Microscope (Olympus), and immunofluorescent imaging was performed
with a Slide Scanner AxioScan.Z1 (Zeiss). All image analyses were performed
using Fiji (71). Further image analysis is described in S/ Appendix,
Supplementary Materials and Methods.

Proteomics Sample Preparation and MS. Upon organoid dissociation, CD133+
500 cells/well were FACS sorted with a “single-cell” mask into a 384-well plate
with water, sealed, and stored at —80 °C. For cell lysis, the plate was placed for
10 min in a PCR thermocycler at 95 °C (72). Samples were cooled down and 1
pL 100 ng/pL Trypsin solubilized in 500 mM Hepes buffer (pH 8.2) was added
to the samples and incubated overnight at 37 °C. Enzymatic digestion was
stopped by adding 4 pL 4% aqueous formic acid. Samples were spiked with
iRT standard peptides (Biognosys) and loaded on Evotips following the pro-
vided instructions (Evosep). MS analyses were performed on an Evosep One
(Evosep) coupled to the timsTOF Pro (Bruker), and experimental conditions
are described in detail in S/ Appendix, Supplementary Materials and Methods.

Protein Quantification and Proteomics Analysis. Protein quantification was
performed with Spectronaut (Biognosys, version 14.9). Protein quantification
is described in SI Appendix, Supplementary Materials and Methods. Only pro-
teins present in at least three replicates were considered for the differential
expression analysis. Proteins with at least a twofold change and P value below
0.05 were deemed significantly different between conditions. Differentially
expressed proteins were then tested for overrepresentation of GO terms.

Statistical Analysis. Statistical analyses were done using Prism 9 (GraphPad).
For two group comparisons, a two-tailed Student’s t test was used. For all
experiments, all animals from the correct genotype from the litter and all
organoids in the batch were analyzed. Proteomics data from control and Cer-
treated organoids are available at the PRIDE (Proteomics Identification Data-
base) database (identifier PXD026110) (73). All proteomics measurements (in
quadruplicate) and differentially expressed protein quantification can be
found in Datasets S1 and S2. KEEG pathways and GO terms over-represented
in differentially expressed proteins can be found in S/ Appendix, Table S1 and
Datasets S3-S5.

Data Availability. Proteomics data have been deposited in the publicly accessi-
ble database PRIDE and assigned the identifier PXD026110. All other study
data are included in the article and/or supporting information.

ACKNOWLEDGMENTS. This work was supported by the European Research
Council (STEMBAR to S.J.), the Swiss National Science Foundation
(BSCGI0_157859 and 310030_196869 to S.J.), the Zurich Neuroscience Center,
the URPP (University research priority program) Adaptive Brain Circuits in
Development and Learning of the University of Zurich (UZH), the Betty and
David Koetser Foundation, and a Forschungskredit fellowship of UZH (to D.G.-
B.). We thank K. Buthey, F. Sanchis-Calleja, and M. Quiniou for comments on
the manuscript. We also thank the Flow Cytometry and Functional Genomic
Center Core Facilities of UZH.

2. J. Bonnefont, P. Vanderhaeghen, Neuronal fate acquisition and specification: Time
for a change. Curr. Opin. Neurobiol. 66, 195-204 (2021).

Gonzalez-Bohorquez et al.
FASN-dependent de novo lipogenesis is required for brain development


http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.2112040119/-/DCSupplemental
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.2112040119/-/DCSupplemental
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.2112040119/-/DCSupplemental
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.2112040119/-/DCSupplemental
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.2112040119/-/DCSupplemental
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.2112040119/-/DCSupplemental
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.2112040119/-/DCSupplemental
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.2112040119/-/DCSupplemental
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.2112040119/-/DCSupplemental
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.2112040119/-/DCSupplemental
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.2112040119/-/DCSupplemental
https://www.ebi.ac.uk/pride/archive/projects/PXD026110

Downloaded from https://www.pnas.org by EPFL SISB BIBLIOTEQUE CENTRALE on June 21, 2023 from | P address 128.179.142.204.

o

~

oo

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

. E. Taverna, M. Gotz, W. B. Huttner, The cell biology of neurogenesis: Toward an
understanding of the development and evolution of the neocortex. Annu. Rev. Cell
Dev. Biol. 30, 465-502 (2014).

. P. Oberst, G. Agirman, D. Jabaudon, Principles of progenitor temporal patterning in
the developing invertebrate and vertebrate nervous system. Curr. Opin. Neurobiol.
56, 185-193 (2019).

. D.J. Miller, A. Bhaduri, N. Sestan, A. Kriegstein, Shared and derived features of cellu-
lar diversity in the human cerebral cortex. Curr. Opin. Neurobiol. 56, 117-124 (2019).

. M. Florio, V. Borrell, W. B. Huttner, Human-specific genomic signatures of neocortical
expansion. Curr. Opin. Neurobiol. 42, 33-44 (2017).

. E. Klingler, F. Francis, D. Jabaudon, S. Cappello, Mapping the molecular and cellular
complexity of cortical malformations. Science 371, eabad5171 (2021).

. P.Malatesta et al., Neuronal or glial progeny: Regional differences in radial glia fate.
Neuron 37, 751-764 (2003).

. S. C. Noctor, A. C. Flint, T. A. Weissman, R. S. Dammerman, A. R. Kriegstein, Neurons
derived from radial glial cells establish radial units in neocortex. Nature 409, 714-720
(2001).

. S. C. Noctor, V. Martinez-Cerdeno, L. lvic, A. R. Kriegstein, Cortical neurons arise in
symmetric and asymmetric division zones and migrate through specific phases. Nat.
Neurosci. 7, 136-144 (2004).

. D. V. Hansen, J. H. Lui, P. R. Parker, A. R. Kriegstein, Neurogenic radial glia in the
outer subventricular zone of human neocortex. Nature 464, 554-561 (2010).

. W. Haubensak, A. Attardo, W. Denk, W. B. Huttner, Neurons arise in the basal neuro-
epithelium of the early mammalian telencephalon: A major site of neurogenesis.
Proc. Natl. Acad. Sci. U.S.A. 101, 3196-3201 (2004).

. P.Gao etal., Deterministic progenitor behavior and unitary production of neurons in
the neocortex. Cell 159, 775-788 (2014).

. R. Beattie, S. Hippenmeyer, Mechanisms of radial glia progenitor cell lineage pro-
gression. FEBS Lett. 591, 3993-4008 (2017).

. S. A Fietz et al., OSVZ progenitors of human and ferret neocortex are epithelial-like
and expand by integrin signaling. Nat. Neurosci. 13, 690-699 (2010).

. L. Telley et al., Sequential transcriptional waves direct the differentiation of newborn
neurons in the mouse neocortex. Science 351, 1443-1446 (2016).

. X. Jin et al., In vivo Perturb-Seq reveals neuronal and glial abnormalities associated
with autism risk genes. Science 370, eaaz6063 (2020).

. C. C. Homem, M. Repic, J. A. Knoblich, Proliferation control in neural stem and pro-
genitor cells. Nat. Rev. Neurosci. 16, 647-659 (2015).

. T.Namba, J. Nardelli, P. Gressens, W. B. Huttner, Metabolic regulation of neocortical

expansion in development and evolution. Neuron 109, 408-419 (2021).

M. Knobloch, S. Jessberger, Metabolism and neurogenesis. Curr. Opin. Neurobiol. 42,

45-52(2017).

R. lwata, P. Casimir, P. Vanderhaeghen, Mitochondrial dynamics in postmitotic cells

regulate neurogenesis. Science 369, 858-862 (2020).

M. Khacho et al., Mitochondrial dynamics impacts stem cell identity and fate decisions

by regulating a nuclear transcriptional program. Cell Stem Cell 19, 232-247 (2016).

X. Zheng et al., Metabolic reprogramming during neuronal differentiation from aer-

obic glycolysis to neuronal oxidative phosphorylation. eLife 5, 13374 (2016).

Z. Xie, A. Jones, J. T. Deeney, S. K. Hur, V. A. Bankaitis, Inborn errors of long-chain

fatty acid p-oxidation link neural stem cell self-renewal to autism. Cell Rep. 14,

991-999 (2016).

M. Knobloch et al., A fatty acid oxidation-dependent metabolic shift regulates adult

neural stem cell activity. Cell Rep. 20, 2144-2155 (2017).

T. Namba et al., Human-specific ARHGAP11B acts in mitochondria to expand neocor-

tical progenitors by glutaminolysis. Neuron 105, 867-881.e9 (2020).

N. E. Chorna et al., Fatty acid synthase as a factor required for exercise-induced cogni-

tive enhancement and dentate gyrus cellular proliferation. PLoS One 8, €77845 (2013).

M. Knobloch et al., Metabolic control of adult neural stem cell activity by Fasn-

dependent lipogenesis. Nature 493, 226-230 (2013).

H. Najmabadi et al., Deep sequencing reveals 50 novel genes for recessive cognitive

disorders. Nature 478, 57-63 (2011).

M. Bowers et al., FASN-dependent lipid metabolism links neurogenic stem/progeni-

tor cell activity to learning and memory deficits. Cell Stem Cell 27, 98-109.e11 (2020).

EuroEPINOMICS-RES Consortium, Epilepsy Phenome/Genome Project, Epi4K Consor-

tium, De novo mutations in synaptic transmission genes including DNM1 cause epi-

leptic encephalopathies. Am. J. Hum. Genet. 100, 179 (2017).

S. S. Chirala et al., Fatty acid synthesis is essential in embryonic development: Fatty

acid synthase null mutants and most of the heterozygotes die in utero. Proc. Natl.

Acad. Sci. U.5.A. 100, 6358-6363 (2003).

J. A. Gorski et al., Cortical excitatory neurons and glia, but not GABAergic neurons,

are produced in the Emx1-expressing lineage. J. Neurosci. 22, 6309-6314 (2002).

Y. Arai, E. Taverna, Neural progenitor cell polarity and cortical development. Front.

Cell. Neurosci. 11, 384 (2017).

S. A. Fietz, W. B. Huttner, Cortical progenitor expansion, self-renewal and

neurogenesis-a polarized perspective. Curr. Opin. Neurobiol. 21, 23-35 (2011).

0. Tornavaca et al., ZO-1 controls endothelial adherens junctions, cell-cell tension,

angiogenesis, and barrier formation. J. Cell Biol. 208, 821-838 (2015).

Y. Hirabayashi et al., The Wnt/beta-catenin pathway directs neuronal differentiation

of cortical neural precursor cells. Development 131, 2791-2801 (2004).

X. Qian et al., Brain-region-specific organoids using mini-bioreactors for modeling

ZIKV exposure. Cell 165, 1238-1254 (2016).

Gonzalez-Bohorquez et al.
FASN-dependent de novo lipogenesis is required for brain development

39.

40.

41.

42,

43.

45,

46.

47.

48.

49.

50.

51.

52.

53.

54,

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

S. Omura, The antibiotic cerulenin, a novel tool for biochemistry as an inhibitor of
fatty acid synthesis. Bacteriol. Rev. 40, 681-697 (1976).

S. J. Kridel, F. Axelrod, N. Rozenkrantz, J. W. Smith, Orlistat is a novel inhibitor of
fatty acid synthase with antitumor activity. Cancer Res. 64, 2070-2075 (2004).
A.A.Pollen etal., Molecular identity of human outer radial glia during cortical devel-
opment. Cell 163, 55-67 (2015).

J. G. Camp et al., Human cerebral organoids recapitulate gene expression programs
of fetal neocortex development. Proc. Natl. Acad. Sci. U.S.A. 112, 15672-15677
(2015).

A. Weigmann, D. Corbeil, A. Hellwig, W. B. Huttner, Prominin, a novel microvilli-
specific polytopic membrane protein of the apical surface of epithelial cells, is tar-
geted to plasmalemmal protrusions of non-epithelial cells. Proc. Natl. Acad. Sci.
U.S.A. 94, 12425-12430 (1997).

. N. Uchida et al., Direct isolation of human central nervous system stem cells. Proc.

Natl. Acad. Sci. U.S.A. 97, 14720-14725 (2000).

B. Chen, Y. Sun, J. Niu, G. K. Jarugumilli, X. Wu, Protein lipidation in cell signaling and
diseases: Function, regulation, and therapeutic opportunities. Cell Chem. Biol. 25,
817-831(2018).

B. R. Martin, B. F. Cravatt, Large-scale profiling of protein palmitoylation in mamma-
lian cells. Nat. Methods 6, 135-138 (2009).

D. S. Lawrence, J. T. Zilfou, C. D. Smith, Structure-activity studies of cerulenin ana-
logues as protein palmitoylation inhibitors. J. Med. Chem. 42, 4932-4941 (1999).

R. Kang et al., Neural palmitoyl-proteomics reveals dynamic synaptic palmitoylation.
Nature 456, 904-909 (2008).

X. Chen et al., Protein palmitoylation regulates cell survival by modulating XBP1
activity in glioblastoma multiforme. Mol. Ther. Oncolytics 17, 518-530 (2020).

C. Lange et al., Relief of hypoxia by angiogenesis promotes neural stem cell differen-
tiation by targeting glycolysis. EMBO J. 35, 924-941 (2016).

K. Saito et al., Ablation of cholesterol biosynthesis in neural stem cells increases their
VEGF expression and angiogenesis but causes neuron apoptosis. Proc. Natl. Acad. Sci.
U.S.A. 106, 8350-8355 (2009).

M. A. Fawal et al., Cross talk between one-carbon metabolism, Eph signaling, and his-
tone methylation promotes neural stem cell differentiation. Cell Rep. 23,
2864-2873.e7 (2018).

N. Journiac et al., Cell metabolic alterations due to Mcph1 mutation in microcephaly.
Cell Rep. 31, 107506 (2020).

C. Jang, L. Chen, J. D. Rabinowitz, Metabolomics and isotope tracing. Cell 173,
822-837(2018).

M. Fessenden, Metabolomics: Small molecules, single cells. Nature 540, 153-155
(2016).

C. Zhao, W. Deng, F. H. Gage, Mechanisms and functional implications of adult neu-
rogenesis. Cell 132, 645-660 (2008).

X. Fan et al., Single-cell transcriptome analysis reveals cell lineage specification in
temporal-spatial patterns in human cortical development. Sci. Adv. 6, eaaz2978
(2020).

C. M. Metallo, M. G. Vander Heiden, Understanding metabolic regulation and its
influence on cell physiology. Mol. Cell 49, 388-398 (2013).

H. Liu et al., Wntsignaling regulates hepatic metabolism. Sci. Signal. 4, ra6 (2011).

T. Fevr, S. Robine, D. Louvard, J. Huelsken, Wnt/beta-catenin is essential for intestinal
homeostasis and maintenance of intestinal stem cells. Mol. Cell. Biol. 27, 7551-7559
(2007).

J. P. Etchegaray, R. Mostoslavsky, Interplay between metabolism and epigenetics: A
nuclear adaptation to environmental changes. Mol. Cell 62, 695-711 (2016).

E. Stypulkowski, I. A. Asangani, E. S. Witze, The depalmitoylase APT1 directs the
asymmetric partitioning of Notch and Wnt signaling during cell division. Sci. Signal.
11, eaam8705 (2018).

S. Cappello et al., The Rho-GTPase cdc42 regulates neural progenitor fate at the api-
cal surface. Nat. Neurosci. 9, 1099-1107 (2006).

P. Aramsangtienchai, N. A. Spiegelman, J. Cao, H. Lin, S-palmitoylation of junctional
adhesion molecule C regulates its tight junction localization and cell migration. J.
Biol. Chem. 292, 5325-5334 (2017).

J. K. Famulski et al., Siah regulation of Pard3A controls neuronal cell adhesion during
germinal zone exit. Science 330, 1834-1838 (2010).

X. Wei et al., De novo lipogenesis maintains vascular homeostasis through endothe-
lial nitric-oxide synthase (eNOS) palmitoylation. J. Biol. Chem. 286, 2933-2945 (2011).
X. Wei et al., Fatty acid synthase modulates intestinal barrier function through palmi-
toylation of mucin 2. Cell Host Microbe 11, 140-152 (2012).

T. Wegleiter et al., Palmitoylation of BMPR1a regulates neural stem cell fate. Proc.
Natl. Acad. Sci. U.S.A. 116, 25688-25696 (2019).

M. V. Chakravarthy et al., Brain fatty acid synthase activates PPARalpha to maintain
energy homeostasis. J. Clin. Invest. 117, 2539-2552 (2007).

B. N. Jaeger et al., Miniaturization of smart-seq2 for single-cell and single-nucleus
RNA sequencing. STAR Protoc. 1, 100081 (2020).

J. Schindelin et al., Fiji: an open-source platform for biological-image analysis. Nat.
Methods 9, 676-682 (2012).

H. Specht et al., Automated sample preparation for high-throughput single-cell pro-
teomics. bioRxiv [Preprint] (2018). https://doi.org/10.1101/399774.

Y. Perez-Riverol et al., The PRIDE database and related tools and resources in 2019:
improving support for quantification data. Nucleic Acids Research 47, D442-D450
(2019).

PNAS | 90f9
https://doi.org/10.1073/pnas.2112040119

DEVELOPMENTAL
BIOLOGY


https://doi.org/10.1101/399774

