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* A major cause of chronic kidney disease (CKD) is glomerular disease, which can be attributed to a
. spectrum of podocyte disorders. Podocytes are non-proliferative, terminally differentiated cells. Thus,
. the limited supply of primary podocytes impedes CKD research. Differentiation of human pluripotent
. stem cells (hPSCs) into podocytes has the potential to produce podocytes for disease modeling, drug
. screening, and cell therapies. In the podocyte differentiation process described here, hPSCs are first
induced to primitive streak-like cells by activating canonical Wnt signaling. Next, these cells progress to
. mesoderm precursors, proliferative nephron progenitors, and eventually become mature podocytes by
. culturing in a serum-free medium. Podocytes generated via this protocol adopt podocyte morphology,
. express canonical podocyte markers, and exhibit podocyte phenotypes, including albumin uptake and
. TGF-B1 triggered cell death. This study provides a simple, defined strategy to generate podocytes for in
. vitro modeling of podocyte development and disease or for cell therapies.

. Podocytes are specialized cells that wrap around the capillaries of the glomerulus and comprise the major fil-
. tration barrier in the kidney'. The slit diaphragm serves as a size-selective macromolecular sieve, allowing
: water-soluble small molecules to pass through but retaining proteins and large molecules®*. The permeability
. of slit diaphragms in the glomerular filtration barrier is regulated by tight junction proteins and specialized slit
. diaphragm proteins, including P-cadherin, occludin, ZO-1, nephrin, podocin, and CD2AP in podocyte foot pro-
. cesses*. Dysfunction of glomeruli and the associated loss of filtration capacity is the major cause of end-stage
. renal diseases®”’. Many diseases, including autoimmune disorders®™', bacterial endocarditis'!, HIV'?, Alport
. syndrome'?, diabetes'* and hypertension'®, affect kidney function by disrupting the function of the glomeruli.
. The “podocyte depletion” hypothesis describes the mechanism by which initial podocyte injury, which may arise
from various cytotoxic, genetic, hemodynamic, infectious, oxidative, or immune insults, leads to loss of podo-
¢ cytes, altered glomerular structure and function, progressive glomerulosclerosis, decline in kidney function, and
. eventual development of end-stage renal disease (ESRD)®. In the United States, approximately 30 million people
. have chronic kidney disease (CKD) and nearly 1 million patients have been diagnosed with ESRD'”. The majority
. of the patients with ESRD are treated with dialysis instead of kidney transplantation'® because of an insufficient
* supply of transplantable organs.

: Podocytes are terminally differentiated cells", and currently there is no replacement for dysfunctional podo-
© cytes. Immortalized human podocytes have been used to study mechanisms of glomerular diseases'*-?. However,
. primary and immortalized podocytes tend to dedifferentiate in vitro, thereby losing cobblestone morphology,
* displaying reduced expression of synaptopodin, and exhibiting unstructured and dysfunctional slit diaphragms?.
. Primary animal podocytes are also used to study the role of podocytes in normal kidney function and glomerular
. diseases??*, but due to the species differences these animal models fail to recapitulate the functional, structural
. and molecular aspects of human podocytes®. Thus, a source of human podocytes exhibiting key phenotypes of
. healthy and diseased podocytes would be a valuable tool for advancing kidney research and developing treat-
. ments for CKD. Because of their unlimited self-renewal capacity and ability to differentiate into any cell type,
. human pluripotent stem cells (hPSCs) are a promising source of human podocytes. Recently, several studies
. showed that hPSCs can generate renal lineages and kidney organoids?*-*!, and podocytes have also been differen-
. tiated from hPSCs via activation of Wnt and BMP signaling®*~%. Here we report a simple method to differentiate
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hPSCs into podocytes that only requires small molecule activation of Wnt signaling and subsequent culture
in podocyte permissive medium. Using this method, hPSCs are first directed to primitive streak-like cells and
intermediate mesoderm, then progress to proliferative nephron progenitors and finally differentiate to mature
podocytes that express key podocyte-related proteins, including PAX2, WT1, nephrin and synaptopodin. These
hPSC-derived podocytes also exhibit podocyte phenotypes, including albumin uptake and induction of cell death
upon TGF-$1 stimulation. This differentiation method has the potential to generate podocytes for disease mode-
ling, drug screening, and development of podocyte cell therapies.

Results

Whnt activation directs hPSCs to primitive streak and intermediate mesoderm. Most cells form-
ing the kidney, including podocytes, originate from intermediate mesoderm?. Wnt signaling plays an important
role in the development of mesodermal lineages and induction of canonical Wnt signaling has been used to direct
hPSC differentiation to mesoderm®-*. For example, in prior studies we showed that treatment of undifferen-
tiated hPSCs with 6 uM CHIR99021, a GSK3 inhibitor, in a serum-free and albumin-free medium generated
a uniform population of cells expressing primitive streak markers after 24 hr*®*!. Thus, as a first step toward
differentiating hPSCs to podocytes, IMR90-4 induced pluripotent stem cells (iPSCs) were seeded on a Matrigel-
coated surface at a density of ~2 x 10* cells/cm? in mTeSR1. After 3 days of expansion to a density of 6 x 10* cells/
cm?, we treated the iPSCs with 6 uM CHIR99021 for 48 hr in serum-free and albumin-free podocyte medium 1
(PM1: DMEM/F12, 1% MEM-NEAA, 0.5% GlutaMAX, 0.1 mM (3-mercaptoethanol) (Fig. 1A). Before initiating
differentiation at day 0, expression of pluripotency markers OCT4, NANOG, and TRA-1-60 was validated by
immunofluorescence (Fig. 1B-D). After 24 hr of treatment with CHIR99021, the cells uniformly expressed the
primitive streak marker brachyury, which localized to the nucleus in nearly 100% of the cells (Fig. 1E, F). As
expected, brachyury expression was transient, disappearing after day 3 (Fig. 1G). After 48 hr of CHIR99021 treat-
ment in PM1, the medium was switched to serum-free podocyte medium 2 (PM2: human endothelial serum-free
medium (hESFM), 2% B27 supplement) and cultured to day 16. We further assessed the kinetics of primitive
streak induction by immunofluorescence and qRT-PCR. The primitive streak gene MIXLI reached peak expres-
sion at 24 hr and then was undetectable after day 4 (Fig. 1H, I, J). At day 4, nearly 100% of cells expressed the
intermediate mesoderm marker PAX2, which localized to the nucleus (Fig. 1K). Expression of the pluripotency
gene POUS5FI dramatically decreased after initiation of differentiation (Fig. 1L).

Primitive streak cells progress to nephron progenitors. At day 6, immunofluorescence analysis indi-
cated that the differentiating cells possessed nuclear localization of nephron progenitor proteins PAX2, WT1, and
SIX2 (Fig. 2A, B). Both PAX2 and WT1 are expressed in nephron progenitors and mature podocytes, while SIX2
is transiently expressed in nephron progenitors*2. At day 6, over 90% of the cells expressed PAX2, WT1, and SIX2,
as determined by flow cytometry (Fig. 2C). By qRT-PCR, PAX2 and WT1 expression gradually increased through
day 5 and remained expressed through day 16 of differentiation. SIX2 expression peaked at day 7 and then
decreased afterwards (Fig. 2D). However, we did not observe expression of the metanephric marker HOXD11 by
immunostaining or RT-qPCR in these cells (data not shown), which might indicate that HOXD11 is not induced
during differentiation in this method. HOXD11 knockout does not dramatically impair kidney development
in the mouse*>*%; Other HOX11 paralogs may be involved in specifying nephron progenitors in this podocyte
differentiation method.

Although we observed cells expressing podocyte markers in the growth factor-free PM2 medium, BMP4
and BMP7%%%>4, retinoic acid (RA)**%, and FGF2* have previously been shown to be involved in kidney devel-
opment. Thus, we examined whether addition of these factors would alter the conversion of iPSCs to nephron
progenitors. After 2 days of canonical Wnt pathway activation by CHIR99021, we treated cells with combinations
of BMP7, RA, and FGF2 from day 2 to day 6 (Fig. 3A) in PM2 and assessed whether these factors enhanced spec-
ification of primitive streak cells to WT1 + nephron progenitors by Western blot. Unexpectedly, we observed the
greatest WT1 expression in the absence of exogenous BMP7, RA, and FGF2 (Fig. 3B, C). Since we observed WT1
expression in the absence of exogenous BMPs, we then asked whether GSK3 inhibition induced endogenous
BMP signaling. In the absence of dorsomorphin, which inhibits BMP type I receptors and blocks BMP-induced
SMAD1/5/8 phosphorylation, the CHIR99021-treated cells exhibited high levels of phosphorylated SMAD1/5/8
(P-SMAD) at day 3 (Fig. 3D). However, when dorsomorphin was added from days 1-3 of differentiation, SMAD
phosphorylation was completely inhibited at dorsomorphin concentrations greater than 5uM. When dorsomor-
phin was added after removal of CHIR99021 (from day 3 to day 4), SMAD phosphorylation at day 4 was unaf-
fected (Fig. 3E). We confirmed endogenous BMP7 production by immunofluorescence and Western blot of cell
lysate at day 1 and day 2 of differentiation (Fig. 3E, G).

We then tested if dorsomorphin treatment inhibited nephron progenitor differentiation to assess whether
endogenous BMP production plays a role in podocyte specification. Cells were analyzed for PAX2 and WT1
expression by flow cytometry at day 16 of differentiation. Cells treated with 1 uM dorsomorphin from day 1 to day
3 differentiated to WT1 and PAX2-expressing cells, although the expression levels of WT1 and PAX2 were signif-
icantly lower than in the untreated control (Fig. 3H, I). Together these results suggest that while GSK3 inhibition
is sufficient to direct hPSCs to nephron progenitors, endogenous BMP7 signaling also plays a role.

Nephron progenitors become mature podocytes. Nephron progenitors differentiated as shown in
Fig. 1A were characterized for acquisition of podocyte markers throughout the differentiation process by both
qRT-PCR and Western blot. CDH3 (P-cadherin), SYNPO (synaptopodin) and TJP1 (ZO-1) expression gradually
increased during the 16 day differentiation process (Fig. S1). WT1 protein was first detected at day 6 and was sig-
nificantly more abundant at days 10 and 16 (Fig. 4A). P-cadherin is a cell-cell adhesion molecule that maintains
the integrity of epithelial tissues®® and is expressed in hPSCs®!. P-cadherin expression slightly decreased after
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Figure 1. Schematic of podocyte differentiation protocol. (A) Before differentiation, singularized IMR90-4
iPSCs are seeded on 12-well plates coated with Matrigel, vitronectin or Synthemax at 2 x 10* cells/cm? and
expanded for 3 days in mTeSR1. Differentiation to primitive streak-like cells is initiated by 48 hr treatment with
6 uM CHIR99021 in podocyte medium 1 (PM1). Cells progress to nephron progenitors at day 6 and eventually
differentiate to podocytes in podocyte medium 2 (PM2) at day 16. The pluripotent state of expanded IMR90-4
iPSCs was verified prior to differentiation by immunofluorescence for (B) OCT4, (C) NANOG and (D) TRA1-
60. Expression of brachyury during differentiation was assessed by (E) immunofluorescence and (F) flow
cytometry 24 hr after CHIR99021 treatment, and (G) Western blot from day 0 to day 16. Expression of primitive
streak marker MIXL1 during differentiation was assessed by (H) immunofluorescence and (I) flow cytometry.
Expression levels of primitive streak gene MIXL1I (J) and the pluripotency gene POU5FI (L) relative to the
housekeeping gene GAPDH were assessed by qRT-PCR from day 0 to day 16. Expression levels were normalized
to undifferentiated IMR90-4 iPSCs at day 0. (K) At day 4, expression of the intermediate mesoderm marker
PAX2 was assessed by immunofluorescence and flow cytometry. In flow cytometry plots, red dots represent
isotype control treated cells used to identify the gated regions and blue dots represent cells stained for the
indicated marker. Numbers indicate the fraction of stained cells (blue) in the gated regions. Data were collected
from three independent replicates and are plotted as mean & SEM. Scale bars, 100 um. Immunofluorescence
labelling and flow cytometry were performed ten times from different differentiations on different days. Three
technical replicates were used each time for flow cytometry. qPCR was performed three replicates each time and
three times were performed from three different differentiations.
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Figure 2. Cells progress to nephron progenitors at Day 6. At differentiation day 6, cells were assessed by
immunofluorescence and flow cytometry for nephron progenitor markers, including PAX2 and WT1 (A, C),
and SIX2 (B, C). In (C), red dots represent isotype control treated cells used to identify the gated regions and
blue dots represent cells stained for the indicated marker. Numbers indicate the fraction of stained cells (blue)
in the gated regions. (D) Quantitative RT-PCR was used to monitor the expression of PAX2, WT1, SIX2 relative
to the housekeeping gene GAPDH during IMR90-4 iPSC differentiation to podocytes using the protocol
illustrated in Fig. 1A. Expression levels were normalized to undifferentiated IMR90-4 iPSCs. Data are presented
as mean + SEM of three independent experiments. Scale bars, 100 um. Immunofluorescence labelling and flow
cytometry were performed ten times from different differentiations on different days. Three technical replicates
were used each time for flow cytometry. qPCR was performed three replicates each time and three times were
performed from three different differentiations.

iPSCs progressed to primitive streak and intermediate mesoderm at day 3 of differentiation (Fig. 4B). P-cadherin
expression then increased and remained relatively constant from days 6-16. Both synaptopodin and nephrin
are involved in the formation of the slit diaphragm®>**. During the differentiation process, significant nephrin
expression was detected at day 6 and expression increased through day 16 (Fig. 4C). Immunofluorescence images
were acquired at day 16 to show the localization of these key podocyte proteins (Fig. 4D). Nearly 100% of the
day 16 IMR90-4 iPSC-derived podocytes expressed key podocyte proteins, including PAX2, WT1, P-cadherin,
CD2AP, podocin, synaptopodin, nephrin and ZO-1, demonstrating the production of virtually pure podocytes
from iPSCs (Fig. 4E). We also compared the expression of key podocyte proteins between hPSC-derived podo-
cytes and human primary podocytes. Most major podocyte proteins, including PAX2, WT1, podocin, synaptopo-
din, ZO-1, CD2AP and nephrin were also expressed by primary podocytes. However, in the primary podocytes,
the WT1 was not exclusively localized to the nucleus while P-cadherin expression was not detected, nor did we
detect significant expression of WT1 or P-cadherin in primary podocytes by Western blot (Fig. S2). We used
mouse kidney tissues as a positive control to validate the WT1 antibody for both Western blotting and immu-
nofluorescence (Fig. S3A, B). We also verified that key markers were not expressed in undifferentiated hPSCs by
immunofluorescence (Fig. S4A) and flow cytometry (Fig. S4B) for PAX2, WT1, MIXL1, SIX2, CD2AP, podocin,
synaptopodin, and nephrin. MIXL1 was also not detected in day 16 cells by flow cytometry (Fig. S4B). While
PAX2 is downregulated in mature podocytes in vivo®, hPSC-derived podocytes and primary podocytes have
been reported to reacquire or maintain PAX2 expression®*,

We then tested the differentiation protocol illustrated in Fig. 1A in two additional hPSC lines. At day 16,
nearly 100% of the cells differentiated from both H9 hESCs and 19-9-11 iPSCs expressed key podocyte pro-
teins, including PAX2, WT1, P-cadherin, ZO-1, CD2AP, podocin, synaptopodin, nephrin (Fig. S5). To further
define the differentiation system, we also tested podocyte differentiation on defined substrates, Synthemax
and vitronectin, as replacements for Matrigel. Almost 100% of the cells differentiated on both Synthemax- and
vitronectin-coated surfaces showed high expression of podocyte proteins, similar to differentiation on Matrigel

SCIENTIFIC REPORTS |

(2019) 9:2765 | https://doi.org/10.1038/s41598-019-39504-8 4


https://doi.org/10.1038/s41598-019-39504-8

www.nature.com/scientificreports/

(A)
2x10* cells/cm?
e e
hPSCs
M1 PM2
mTeSR1 § CHIR 6 uM RA+/FGF2+/BMP7+
D-3 DO D2 D6 D16
(B) (€2
WT1 52-54 kDa S——L " s
¥ 0.8
B-actin 42 KDa e W e v — — E
X
RA  01]01]01| - |11 ]1]1 20.4-
FGF2 + |+ |- [ - |- |+ |+]- E
BMP7 + |- |+ | - |- |+ |- |+ e
RA  o1]o.1]o1] - | 1] 1|1 ]1
FGF2 + |+ |- - - + |+ -
BMP7 + - + - - + |- +
(D) Dorsomorphin D1-D3 (E) Dorsomorphin D3-D4
0 1 5 10 pM 0 1 5 10 pM

| M e s mel  P-SMAD 60 kDa
Mmn e e owe B e s s total SMAD 60 kDa
———— — — — o— 311" 42 kD2

(F) DAY 1 EMP7/DAPI DAY 2 EBMP7/DAPI ©)
AR : Day1 Day2

wm—— wesssw  BMP7 49 kDa

S Sl  B-actin 42 kDa

(H) (N = Dorsomorphin
@ Control

600y — —

b 102

Dorsomorphin

-

o

(=]
1

10

WT1

Geometric mean
N
o
1=
:

100

vo
o

PAX2 - & <

Figure 3. Wnt signaling activation directs hPSCs to nephron progenitors. (A) Schematic of podocyte
differentiation factor identification. Singularized IMR90-4 iPSCs were seeded on 12-well plates coated with
Matrigel and expanded for 3 days in mTeSR1. Podocyte differentiation was initiated with treatment of 6 uM
CHIR for 48 h in PM1 followed by treatment with different combinations of 0.1 uM or 1 uM RA, 50 ng/mL
BMP7 and 50 ng/mL FGF2 from day 2 to day 6 in PM2. (B) Cells at day 6 were assessed by Western blot for the
expression of WT1. (C) Expression level was quantified via Image J. The expression was normalized to 3-actin
and then compared to WT1 expression in the absence of FGF2, RA and BMP?7. (D, E) SMAD phosphorylation
was assessed by Western blot after cells were treated with dorsomorphin (0uM to 10 uM) from day 1 to day 3

or from day 3 to day 4. (F, G) Expression of BMP7 at days 1 and 2 was verified by immunofluorescence and
Western blot of cell lysate (H, I) Cells were differentiated in the presence or absence of 1 uM dorsomorphin
treatment from day 1 to day 3 and at day 16 were assessed for expression of PAX2 and WT1 by flow cytometry.
Data were collected from three independent replicates and are plotted as mean + SEM. *p < 0.05. **¥p < 0.001.
Scale bars, 100 um. Immunofluorescence labelling and flow cytometry were performed ten times from different
differentiations on different days. Western blot was performed three times from three different differentiations.
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Figure 4. hPSC-derived podocytes express key podocyte markers. IMR90-4 iPSCs were differentiated as
illustrated in Fig. 1A. Cell lysates were collected at days 0, 3, 6, 10, and 16 of differentiation. Western blot

was used to assess the expression of (A) WT1, (B) P-cadherin, (C) nephrin. At day 16, cells differentiated as
shown in Fig. 1A were characterized by immunofluorescence (D) and flow cytometry (E) for expression of the
indicated podocyte proteins. Scale bars, 100 um. In (E), red dots represent isotype control treated cells used to
identify the gated regions and blue dots represent cells stained for the indicated marker. Numbers indicate the
fraction of stained cells (blue) in the gated regions. Data are presented as mean = SEM of three independent
experiments. See also Figs S1-S5. Immunofluorescence labelling and flow cytometry were performed ten times
from different differentiations on different days. Western blot was performed three times from three different
differentiations.
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Figure 5. hPSC-derived podocytes exhibit key podocyte phenotypes. IMR90-4 iPSC-derived podocytes were
differentiated as illustrated in Fig. 1A. Phase contrast images of IMR90-4 iPSC-derived podocytes were taken

at (A) day 6, and (B,C) day 16. (D) Proliferation of cells at different time points was assessed by flow cytometry
for Ki67. (E) IMR90-4 iPSC-derived podocytes at day 16 were analyzed with an Albumin Uptake Assay Kit.
Alexa Fluor™ 555-labelled albumin is shown in red on a merged DAPI image and the corresponding bright field
image is provided on the right. 4 °C was used as a control to prevent endocytosis. Scale bars, 100 um. Albumin
uptake assay was performed three times from three different differentiations.

(Fig. S6). For IMR90-4 iPSC line, we performed the optimized differentiation process more than 30 times. For
both H9 ESCs and 19-9-11 iPSCs, we performed the experiments at least three independent times. For differenti-
ation on Synthemax- and vitronectin-coated surfaces, we performed experiments at least three times.

hPSC-derived podocytes exhibit podocyte phenotypes. Given the marker expression profile charac-
teristic of podocytes, we examined several podocyte phenotypes at day 16. Nephron progenitors are proliferative
and primary podocytes exhibit a cobblestone-like morphology in primary cell culture®®. IMR90-4 iPSC-derived
nephron progenitors exhibited a cobblestone-like shape at day 6 of differentiation (Fig. 5A), very similar to the
morphology of primary human podocytes under standard culture condition (Fig. S6A). After 16 days, these
iPSC-derived podocytes formed a monolayer of large arborized cells exhibiting prominent thin processes
(Fig. 5B, C), consistent with the morphology of fully differentiated podocytes'. Differentiated primary podocytes
lack the capacity to divide in culture®. Similarly, IMR90-4 iPSC-derived podocytes lost proliferative capacity
during differentiation, as determined by Ki-67 staining, after day 12 of the differentiation. By day 22 only about
10% of cells expressed Ki-67 (Fig. 5D). At day 16, 70 £ 10 podocytes were produced per undifferentiated iPSC
at day 0, indicating substantial expansion during the differentiation process. Thus, by day 16 of differentiation,
the iPSCs have progressed through a nephron progenitor stage to non-proliferative cells expressing hallmark
podocyte markers.

Podocytes uptake albumin via endocytosis and degrade albumin in lysosomes®*®. We assessed the ability
of day 16 iPSC-derived podocytes to endocytose Alexa Fluor 555-labeled albumin in a temperature-dependent
manner. At 37 °C, the iPSC-derived podocytes contained extensive fluorescence in intercellular vesicles, while
the cells at 4 °C, where endocytosis is inhibited, did not incorporate albumin (Fig. 5E). We further confirmed
temperature-dependent albumin uptake in human primary podocytes (Fig. S7B). Next, angiotensin II (Ang IT)
induces podocyte damage and glomerular disease in part by altering cytoskeletal structure and inducing contrac-
tility®. To examine the effects of Ang II, we treated day 16 iPSC-derived podocytes with 500 ng/mL Ang II for
6 hr. Ang I1-treated cells displayed a reorganized actin morphology compared to untreated cells (Fig. 6A, indi-
cated with white arrows). Over 50% of the IMR90-4 iPSC-derived podocytes exhibited peripheral actin upon Ang
IT stimulation, while only about 20% of control cells exhibited peripheral actin (Fig. 6B). Finally, TGF-31 induces
cell death in primary and immortalized podocytes®®!. Hence, we tested the effects of TGF-31 treatment on day
16 IMR90-4 iPSC-derived podocyte viability. iPSC-derived podocytes exposed to 5 or 50 ng/mL TGF-31 for
24 hr exhibited a significantly higher percentage of dead cells than the control (15% vs. 2%) as assessed by trypan
blue uptake (Fig. 6C). Taken together, iPSC-derived podocytes display phenotypes that have been described for
terminally differentiated podocytes.
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Figure 6. hPSC-derived podocytes exhibit actin reorganization after angiotensin II treatment and cell

death is induced by TGF-31 treatment. IMR90-4 iPSC-derived podocytes were differentiated as illustrated

in Fig. 1A. (A) At day 16, cells were treated with 500 ng/mL Ang II for 6 hr and phalloidin staining was used
to assess changes in cytoskeletal structure. White arrows indicate the cells with peripheral F-actin. (B) More
than 200 cells over 15 images were analyzed and the percentage of cells with peripherally-organized actin

was calculated for control and Ang II-treated cells. Data are presented as mean percentage + SEM of three
independent experiments over 15 images. Scale bars, 100 um. (C) At day 16, cells were treated with 5ng/mL
and 50 ng/mL TGF-31for 24 hr. Detached cells were collected from the medium and combined with Accutase-
dissociated cells from the substrate. Cells were treated with trypan blue and the numbers of cells incorporating
and excluding trypan blue were counted on a hemocytometer. Percentage of dead cells was calculated as

the number of cells that incorporated trypan blue divided by the total cell number. Data are presented as
mean + SEM of three independent experiments. Ang IT and TGF-{ treat experiments were performed three
times from three different differentiations.

Discussion

In this study, we demonstrate a simple method to differentiate hPSCs into terminally-differentiated podocytes in
a defined system. After treatment with the small molecule GSK38 inhibitor CHIR99021, hPSCs differentiate in
a developmentally-relevant progression from the pluripotent stage through primitive streak-like cells, nephron
progenitors and eventually to mature podocytes that express key podocyte proteins, including PAX2, WT1,
podocin, synaptopodin and nephrin. Fully differentiated podocytes do not proliferate significantly in vivo or in
vitro®%. Likewise, hPSC-derived podocytes lost proliferative capacity after day 16 of differentiation. Importantly,
hPSC-derived podocytes exhibit key podocyte phenotypes, including actin reorganization upon Ang II stimula-
tion, albumin uptake and induction of cell death upon TGF-31 treatment. This differentiation protocol employs
a defined system, including serum-free culture medium as well as a defined extracellular matrix. Defined systems
generally enhance reproducibility and facilitate production of cells for therapeutic applications®>*.

In vivo, the majority cell types forming the kidney, including podocytes, originate from intermediate meso-
derm®. Canonical Wnt signaling activation has been shown to play an important role in the differentiation of
hPSCs into intermediate mesoderm®”~*°. Previously, several studies have shown that Wnt pathway activation
combined with BMP4, BMP7, RA and FGF2 treatment is essential to differentiate hPSCs into podocytes®*->4. We
determined that application of 6 uM CHIR99021 alone, in a podocyte permissive medium, was sufficient to direct
three different hPSC lines into intermediate mesoderm that then became nephron progenitors and eventually
virtually pure populations of mature podocytes as assessed by flow cytometry for podocyte markers. We also
found that BMP7, RA or FGF2 treatment actually diminished WT1 expression in the hPSC-derived podocytes.
Moreover, in the differentiation process described here, BMP7 was endogenously expressed and SMAD1/5/8
activated in the differentiating hPSCs. Treatment with the BMP inhibitor dorsomorphin dramatically decreased
podocyte differentiation efficiency, suggesting this endogenous BMP signaling is necessary for podocyte spec-
ification. This finding is consistent with a prior report that canonical Wnt signaling activates the BMP path-
way in skeletal myoblasts by inducing BMP4 expression®. While it is not clear why BMP7 addition reduced
WT1 expression, autocrine or paracrine BMP signaling appears to be necessary for podocyte specification in
our differentiation process, perhaps induced as a consequence of Wnt pathway activation®, obviating the need
for exogenous BMP ligands, as required by all other reported podocyte differentiation protocols. Compared to
previous podocyte differentiation protocols®*-*, although all these methods are very straightforward and simple,
the differentiation process described here does not require BMP7, FGF2, and RA. With fewer growth factors or
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small molecules in the differentiation, it is potentially simpler to troubleshoot and adapt to different applications,
including generating clinical-grade podocytes for disease modeling and drug screening.

Compared to human primary podocytes, which are nonproliferative in vitro, hPSCs can be used to generate
large quantities of healthy or patient-specific human podocytes for disease modeling, drug screening, and devel-
opment of cell-based therapies. Podocytes have limited capacity for repair or regeneration; thus, podoycte loss
is a central feature of many forms of progressive CKD. hPSC-derived podocytes represent an attractive modal-
ity to study podocyte injury compared to primary cultures of podocytes which lack proliferation capacity in
vitro. In this way, hPSC-derived podocytes could be used to study human glomerular diseases and for screen-
ing effects of drugs on glomeruli in vivo. hPSC-derived podocytes also have been shown to reconstitute kidney
glomerular-capillary-wall function on a microfluidic chip and this platform may have personalized-medicine
applications for diseases due to inherited deficiencies of podocyte genes®*. hPSC-derived podocytes have been
transplanted into mouse kidneys and integrated with glomeruli**’, indicating their potential importance in
transplantation and kidney regeneration applications. The podocyte differentiation approach reported here uti-
lizes fully defined system and allows the robust generation of podocytes, which can potentially be used for such
modeling and cell therapy applications.

Methods

hPSC culture and differentiation. hPSCs (iPS(IMR90)-4%, iPS-DF 19-9-11T%, and hESCs (H9)”°)
were maintained on Matrigel (Corning)-coated surfaces in mTeSR1 (STEMCELL Technologies) as previously
described”!. Before differentiation, hPSCs were singularized with Accutase (Innovative Cell Technologies) and
plated onto Matrigel-coated (or 25 ug/mL Synthemax, or 5 pg/mL vitronectin Thermo Fisher) plates at a density
of ~2 x 10* cells/cm? in mTeSR1 supplemented with 10 pM ROCK inhibitor Y-27632 (Selleckchem). hPSCs were
expanded in mTeSR1 for three days. At day 0, differentiation was initiated by treating cells with 6 u.M CHIR99021
(Selleckchem) in podocyte medium 1 (PM1): DMEM/Ham’s F12 (Thermo Fisher), 1% MEM nonessential amino
acids (Thermo Fisher), 0.5% GlutaMAX (Thermo Fisher), and 0.1 mM (3-mercaptoethanol (SigmaAldrich) for 2
days. After 48 hr, medium was changed to podocyte medium 2 (PM2): human Endothelial Serum-Free Medium
(hESEM) (Thermo Fisher) supplemented with 2% B27. After 4 days of culture in PM2, day 6 cells were dissociated
with Accutase and plated at a 1:6 ratio (approximately 4 x 10* cells/cm?) in PM2 onto 12-well tissue culture plates
coated with 100 pg/mL Matrigel (or 25 pg/mL Synthemax, or 5ug/mL vitronectin). At day 10, after reaching con-
fluence, cells were split again at a ratio of 1:3. Cells were cultured in PM2 after differentiation day 2 and medium
was changed every day for the first 10 days. After day 10, medium was replaced every other day. For differentia-
tion of iPSC IMR90-4, 23 different differentiations on different days were performed. For iPSC 19-9-11 and hESC
H9 differentiation, three differentiations were performed on different days. For differentiation on vitronectin and
Synthemax, three differentiations were performed on different days.

Primary human podocyte culture. Human primary podocytes were purchased from Celprogen and cul-
tured on human podocyte primary cell culture Extra-cellular Matrix 12 Well Plates (Celprogen) supplied with
human podocyte primary cell culture complete media with Serum (Celprogen).

Immunochemistry. Cells were rinsed with ice-cold PBS once and fixed with 4% paraformaldehyde (PFA,
Electron Microscopy Sciences) for 15 min. Cells were then blocked with 10% goat serum (Thermo Fisher) in PBS
(SigmaAldrich) containing 0.3% Triton-X100 (Fisher Scientific) for 30 min (10% PBSGT). Primary antibodies
were diluted in 10% PBSGT and cells were incubated in the antibody solutions at 4 °C overnight or at room tem-
perature for 2 hr. After three PBS washes, cells were incubated with secondary antibodies in 10% PBGST (goat
anti-rabbit Alexa Fluor 594 (Invitrogen) and goat anti-mouse Alexa Fluor 488 (Invitrogen); 1:200) for 1 hr at room
temperature. Cells were then washed with PBS three times followed by treatment with DAPI fluoromount-G
(Southern Biotech) and visualized. A list of antibody sources and dilutions is provided in Table SI.

Western blot assay. Cells were dissociated with Accutase and rinsed with PBS twice before being lysed with
RIPA (Rockland) in the presence of 1% of Halt Protease and Phosphatase Inhibitor Cocktail (Pierce). Protein con-
centration was determined by a BCA assay kit (Thermo Fisher) according to manufacturer’s instructions. Samples
containing 30 g of total protein were loaded onto pre-cast 10% Tris-Glycine SDS/PAGE gels (Invitrogen) under
denaturing conditions and transferred to a nitrocellulose membrane. After blocking with 5% non-fat milk in
TBST, the membrane was incubated with primary antibody (Table S1) overnight at 4 °C. The membrane was then
washed, incubated with an anti-mouse/rabbit peroxidase-conjugated secondary antibody (Table S1) for 1hr at
room temperature or overnight at 4 °C, and developed by SuperSignal chemiluminescence (Pierce).

Flow cytometry. Cells were dissociated with Accutase and fixed in 1% PFA for 15 min at room temperature,
then washed with 0.5% BSA (Bio-Rad) plus 0.1% Triton-X100 three times. Cells were stained with primary and
secondary antibodies diluted in 0.5% BSA plus 0.1% Triton-X 100 as described”. Data were collected on a FACS
Caliber flow cytometer (Beckton Dickinson) and analyzed using Flow]Jo. Corresponding isotype antibodies were
used as FACS gating control. Details about antibody source and usage are provided in Table S1.

Quantitative RT-PCR. Total RNA was extracted with the RNeasy mini kit (QIAGEN) and treated with
DNase (QIAGEN). 1 g total RNA was reverse transcribed into cDNA using Oligo (dT) primer with Superscript
III Reverse Transcriptase (Invitrogen). Real-time quantitative PCR was done in triplicate with iQSYBR Green
SuperMix (Bio-Rad). GAPDH was used as an endogenous housekeeping control. Primer sequences are provided
in Table S2.
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Albumin uptake assay. Differentiated podocytes at day 16 were incubated with the Alexa Fluor™ 555 con-
jugated albumin (Thermo Fisher) at 500 ug/mL for 1 hr at 37 °C. Cells incubated with same concentration of
albumin at 4 °C were used as a control. The cells were then rinsed with ice-cold PBS three times and fixed with 4%
PFA. Nuclei were stained with DAPI and Alexa Fluor™ 555 conjugated albumin was visualized.

Contractility assay and cell death assay. Differentiated podocytes at day 16 were treated with 500 ng/
mL Ang II for 6 hr or 5ng/mL (or 50 ng/mL) TGF-f1 for 24 hr. After 6 hr, the cells treated with Ang II were fixed
with 4% PFA and stained with DyLight-conjugated phalloidin (Thermo Fisher). Nuclei were stained with DAPI
and phalloidin was visualized. The cells treated with TGF-31 after 24 hr were assessed by counting cells that
excluded trypan blue.

Statistics. Data are presented as mean =+ standard error of the mean (SEM). Statistical significance was deter-
mined by Student’s t-test (two-tail) between two groups. P < 0.05 was considered statistically different.
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