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We investigated the effects of hypoxia on spontaneous (SP)- and activin A (AA)-induced definitive endoderm
(DE) differentiation of mouse embryonic stem cells (mESCs) and their subsequent differentiation into distal
pulmonary epithelial cells. SP differentiation for 6 days of mESCs toward endoderm at hypoxia of 1% O2, but
not at 3% or 21% (normoxia), increased the expression of Sox17 and Foxa2 by 31- and 63-fold above
maintenance culture, respectively. Treatment of mESCs with 20 ng/mL AA for 6 days under hypoxia further
increased the expression of DE marker genes Sox17, Foxa2, and Cxcr4 by 501-, 1,483-, and 126-fold above
maintenance cultures, respectively. Transient exposure to hypoxia, as short as 24 h, was sufficient to enhance
AA-induced endoderm formation. The involvement of hypoxia-inducible factor (HIF)-1a and reactive oxygen
species (ROS) in the AA-induced endoderm enrichment was assessed using HIF-1a- / - mESCs and the ROS
scavenger N-acetylcysteine (NAC). Under SP conditions, HIF-1a- / - mESCs failed to increase the expression
of endodermal marker genes but rather shifted toward ectoderm. Hypoxia induced only a marginal potentiation
of AA-induced endoderm differentiation in HIF-1a- / - mESCs. Treatment of mESCs with AA and NAC led to
a dose-dependent decrease in Sox17 and Foxa2 expression. In addition, the duration of exposure to hypoxia in
the course of a recently reported lung differentiation protocol resulted in differentially enhanced expression of
distal lung epithelial cell marker genes aquaporin 5 (Aqp5), surfactant protein C (Sftpc), and secretoglobin 1a1
(Scgb1a1) for alveolar epithelium type I, type II, and club cells, respectively. Our study is the first to show the
effects of in vitro hypoxia on efficient formation of DE and lung lineages. We suggest that the extent of hypoxia
and careful timing may be important components of in vitro differentiation bioprocesses for the differential
generation of distal lung epithelial cells from pluripotent progenitors.

Introduction

Chronic respiratory diseases are responsible for about
4 million deaths every year [1], causing *7% of all

mortality worldwide [2]. Common pharmacological ap-
proaches to treating chronic lung diseases, such as pulmonary
hypoplasia and emphysema, aim at controlling the symptoms
and are largely ineffective in eliminating the causes [3].
Organ transplantation is the last resource for end-stage dis-
eases and is hampered by limited donor availability [4].

Alternative approaches to treating lung diseases include,
but are not limited to, lung cell transplantation and engi-
neering of lung tissue [5]. Epithelial cells of the distal lung
are the prime target cell population required for the regen-
eration and reconstruction of functional lung tissue. There-
fore, distal lung-specific cells derived from both embryonic
stem (ES) and induced pluripotent stem (iPS) cells may serve

as a promising candidate cells [6]. One of the available ap-
proaches for directed differentiation of ES or iPS cells into
distal lung epithelial cells is to recapitulate in vitro some of
the critical steps of embryonic lung development [7].

Previous studies have shown that the first critical step to-
ward the directed pulmonary differentiation of pluripotent
progenitor cells is their differentiation into definitive endoderm
(DE), followed by induction of lung lineage specialization and
maturation [8–13]. Activin A (AA) is a potent inducer of en-
doderm differentiation from pluripotent stem cells, whereas
fibroblast growth factor 2 (FGF-2) promotes subsequent lung
epithelial cell derivatization [12,14,15]. However, in the
context of lung-specific differentiation in vitro, little attention
has been paid to the possible effects of physical parameters in
the microenvironment, such as oxygen tension.

Reduced oxygen tension is an important physiological
cue during development, regulating embryonic development
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of several organs, including heart, lung, limb buds, bone,
and pancreas [16–20]. During normal development in utero,
embryonic stem cells (ESCs) (eg, both mouse and human)
exist in a microenvironment with an oxygen tension of < 5%
O2 [21]. Moreover, before the circulation develops, the
ESCs undergo differentiation at progressively decreasing
oxygen tension as the embryo mass increases. The oxygen
tension can be as low as 1.5% or even lower depending on
the location of the cells inside the embryo [22]. However,
ESCs are most often cultured in vitro under an atmospheric
oxygen tension (*21%). A growing body of evidence
suggests that reduced oxygen tension promotes both self-
renewal/maintenance of pluripotent stem cells [23] and their
differentiation into many cell types, for example, neurons
[24,25], cardiomyocytes [26], endothelial cells [27], chon-
drocytes [28], and rod cells of the retina [29].

As mentioned above, oxygen tension plays a key role in
lung development [20,30]. In vivo studies suggest that DE as
well as embryonic and fetal lung development occurs at a
relatively low oxygen (O2) tension ( < 3% O2) [31–33]. Dif-
ferentiation into DE, in rodents and humans, occurs very early
during the developmental process in the absence of vascular-
ization, that is, in a low oxygen tension environment. By
contrast, subsequent lung specification and branching occur in
the presence of an advanced circulation system [31–33].

We hypothesized that the initial endoderm development
occurs in and may be driven by low oxygen tension and that
higher oxygen tension may be required for the subsequent
regulation of lung differentiation and maturation. We posit
that manipulation of the ambient oxygen level could be a
possible strategy for improving the efficiency of ESC dif-
ferentiation in vitro toward DE and lung epithelial cells.
Indeed, several recent studies indicated a possible role of
low oxygen tension in enrichment of visceral endoderm [34]
and DE formation [35].

In this study, we first investigated the effects of hypoxia
on the directed endoderm differentiation of mouse embryonic
stem cells (mESCs) as induced by exposure to AA [14,15]. We
found that hypoxia of 1% O2 tension, but not 3% (mild hyp-
oxia) or 21% (normoxia), significantly increased both the
spontaneous (SP)- and the AA-induced differentiation of
mESCs toward endoderm lineages, as assessed by both the
enhanced expression of DE-specific marker genes and gene
products as well as the percentage of cells differentiated into
DE. Transient exposure to hypoxia, as short as 24 h, was suf-
ficient to significantly augment the AA-induced increase in DE
formation. Mechanistically, we demonstrated the involvement
of hypoxia-inducible factor (HIF)-1a and reactive oxygen
species (ROS) in the hypoxia-induced DE enrichment.

Using a recently reported stepwise differentiation proto-
col that mimics embryonic development [10], we demon-
strated that transient exposure of mESCs to hypoxia of
various durations leads to a differential increase in the ex-
pression of distal lung cells marker genes aquaporin 5
(Aqp5), surfactant protein C (Sftpc), and secretoglobin 1a1
(Scgb1a1 formerly known as CC10) for alveolar epithelium
type I, type II, and club cells, respectively.

Our study describes, for the first time, the effects of low
levels of oxygen on enhancing the formation of DE and
diverse lung lineages in vitro from pluripotent stem cells.
Our results suggest that inclusion of hypoxia may positively
impact in vitro bioprocessing protocols aimed at optimizing

the generation of DE and lung-specific cell types for re-
generative lung engineering and cell-based therapies.

Materials and Methods

mESC maintenance culture

The mESC line, E14-12DS (further referred to as
mESCs), triple transfected with hCD4 under Foxa2, hCD25
under Foxa3, and GFP under brachyury T promoters [36],
was kindly provided by Dr. Paul Gadue, Children’s Hospital
of Philadelphia (Philadelphia, PA) and maintained as pre-
viously described [13]. Briefly, undifferentiated mESCs were
grown in a serum-free/feeder-free culture system on 0.1%
gelatin-coated (Millipore) tissue culture-treated plastic. The
serum-free media composed of knockout Dulbecco’s modi-
fied Eagle medium (KO-DMEM)/F12 medium supplemented
with 0.5 · N2, 0.5 · B27, and 0.05% bovine serum albumin
(BSA; all from Invitrogen), 50 IU/mL penicillin and 50mg/
mL streptomycin (Cellgro), 2 mM l-glutamine (Invitrogen),
10 ng/mL human recombinant bone morphogenetic protein
(BMP-4; R&D Systems), 1,000 U/mL ESGRO� mouse leu-
kemia inhibitory factor (mLIF) (Millipore), and 0.15 mM 1-
Thioglycerol (Sigma). Some preliminary experiments were
carried out with mouse ES-D3 cells, which were cultured
feeder-free, as previously described [37]. Details are provided
in Supplementary Materials and Methods (Supplementary
Data are available online at www.liebertpub.com/scd).

To study the role of HIF-1a in the hypoxia-mediated
enhanced directed differentiation of mESC, we used HIF-1a
knockout mESCs (HIF-1a - / - mESCs) and the corre-
sponding wild type (WT, HIF-1a + / + mESCs), which were
originally developed by Dr. Peter Carmeliet, VIB KU,
Leuven, Belgium. These cells were kindly provided by Dr.
Celeste Simon (University of Pennsylvania, Philadelphia,
PA) and maintained in a feeder-free culture on 0.1% gelatin-
coated (Millipore) tissue culture-treated plastic, as previ-
ously described [38]. The maintenance media composed of
the DMEM supplemented with 4.5 g/L glucose without so-
dium pyruvate (Invitrogen), 15% fetal bovine serum (Bio-
west), 1% nonessential amino acid (Invitrogen), 1,000 U/mL
ESGRO mouse LIF (Millipore), 100 IU/mL penicillin and
100 mg/mL streptomycin (Cellgro), 2 mM l-glutamine (In-
vitrogen), and 0.1 mM b-mercaptoethanol (Invitrogen).

For all cell lines, the maintenance media were changed
daily. The cells were split every 2–3 days (upon reaching
80% confluence) using TrypLE Express (Invitrogen) and
plated for subculture at *28,000 cells/cm2. The cells were
maintained in a humidified incubator at 37�C in 95% air/5%
CO2 atmosphere. The cell cultures were evaluated visually
and photomicrographs were taken using the Nikon Eclipse
TE 2000-U (Nikon) inverted microscope connected to the
Hitachi KP-D50 digital camera.

mESC differentiation

Differentiation toward DE. The DE differentiation proto-
col of both WT and knock-out mESCs required 6 days in
total. To initiate DE differentiation, mESCs were trypsi-
nized, as described previously, resuspended in the appro-
priate maintenance media, seeded at a density of 1,000 cells/
cm2 in the wells of 0.1% gelatin-coated six-well tissue
culture-treated plates and cultured overnight (considered as
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day 1). The next day, the cells were switched to the SP
differentiation media (consisting of LIF- and BMP-4-free
maintenance media), which was used either as is or sup-
plemented with 20 ng/mL AA to induce SP differentiation
and directed DE differentiation, respectively. The cells were
kept at 37�C under differentiative conditions for additional
5 days, unless indicated otherwise, at either atmospheric
oxygen tension (21% O2) in a standard humidified air-
regulated incubator with 5% CO2 or transferred 24 h after
seeding into a reduced oxygen tension humidified hypoxia
chamber with 5% CO2 and a balance of N2 at 37�C (In-
VIVO2 300; Ruskin Technologies). Before replenishing, the
media was preequilibrated for 24 h in the hypoxia chamber.
Cells were processed (fixed or harvested) inside the hypoxia
chamber for further analysis.

Differentiation toward lung lineages. DE progenitors
derived under normoxic or hypoxic conditions were subse-
quently specified to lung lineage according to the develop-
mental biology-based protocol of Longmire et al. [10]. Briefly,
following differentiation of the mESC to DE (as described
previously), differentiation toward anterior foregut endoderm
(anteriorization) was initiated by switching the culture to the
SP media supplemented with 100 ng/mL mNoggin (R&D
Systems) and 10mM SB431542 (R&D Systems) for 24 h.
Next, to induce lung-specification, the early lung/thyroid
progenitors were cultured in the SP media supplemented with
100 ng/mL mWnt3a (R&D Systems), 10 ng/mL mouse kera-
tinocyte growth factor (mKGF) (R&D Systems), 10 ng/mL
human fibroblast growth factor 10 (hFGF10) (R&D Systems),
10 ng/mL mBMP4 (R&D Systems), 20 ng/mL human epi-
dermal growth factor (hEGF) (R&D Systems), 500 ng/mL
mouse fibroblast growth factor 2 (mFGF2) (R&D systems),
and 100 ng/mL heparin sodium salt (Sigma) for 7 days.
Thereafter, the cells were cultured for 6 days in the induction
media (induction) supplemented with 100 ng/mL hFGF10,
500 ng/mL mFGF2, and 100 ng/mL heparin, followed by
culture for 3 days in the distal lung differentiation media
supplemented with 50 nM dexamethasone (Sigma), 0.1 mM
cAMP (Sigma), 0.1 mM 3-isobutyl-1-methylxanthine (IBMX)
(Sigma), and 10 ng/mL mKGF. All non-water-soluble com-
pounds were dissolved in dimethylsulfoxide and the final v/v
fraction of the solvent was kept below 0.1%. The control
cultures were maintained in the SP media comprising KO-
DMEM/F12 media supplemented with 0.5 · N2, 0.5 · B27,
and 0.05% BSA and the solvent only.

Cell viability assay

Cells cultured under different treatments and various
oxygen levels were dislodged by brief ( < 1 min) trypsini-
zation using TrypLE Express. Cell viability was evaluated
by staining the cells with the Guava ViaCount cell viability
assay kit (Millipore) according to the manufacturer’s in-
structions, and data were acquired with the Guava PCA flow
cytometer (Millipore). Cell numbers and cell viability in
triplicate samples were determined using the Guava Via-
Count software (1,000 events/sample).

Immunofluorescence

The mESCs were immunostained as previously described
in detail [39]. Briefly, the cells were washed, fixed for 15 min
in 4% paraformaldehyde, washed with 1 · phosphate-buffered

saline (PBS), and then permeabilized for 15 min using 0.1%
Triton-X (Sigma). All procedures were performed at room
temperature. Nonspecific binding was reduced by blocking
for 1 h at room temperature with the blocking solution (PBS
supplemented with 10% chicken serum, 1% BSA, 0.1%
Triton-X), followed by incubation overnight at 4�C with
primary antibody against Foxa2 (1:100; Abcam) or species-
specific immunoglobulin G (IgG, 1:100; Abcam) diluted in
the blocking solution. Thereafter, the cells were washed
three times and incubated for 1 h in the dark at room tem-
perature with an Alexa 594-labeled secondary antibody
(1:1,000; Invitrogen) diluted in the blocking solution. The
samples were then incubated for 15 min with 1mg/mL 4¢,6-
diamidino-2-phenylindole (Invitrogen), washed three times,
and mounted with ProLong Gold antifade reagent (Invitro-
gen). Unless stated otherwise, all phase contrast and fluo-
rescent photomicrographs were acquired using the inverted
Nikon TE 2000U microscope (Nikon Instrument, Inc.)
equipped with Northern Eclipse imaging software (P3I).

Flow cytometry

During the course of differentiation, the cells were peri-
odically dislodged by gentle trypsinization ( < 5 min) and
stained for flow cytometric analysis as previously described
in detail [39]. Briefly, the expression of CD4-Foxa2 and
Cxcr4 was probed using anti-human CD4-Allophycocyanin
(APC, 1:5; BD Pharmingen) and anti-mouse Cxcr4-phyco-
erythrin (PE, 1:20; eBioscience), respectively. Some cells
were stained with mouse IgG1 k-APC (BD Pharmingen) and
rat IgG2b k-PE (eBioscience) as isotype controls for APC
and PE, respectively, and processed in a similar way. Data
were acquired using the FACSCalibur flow cytometer (BD)
and analyzed using Cyflogic 1.2.1 software (CyFlo Ltd.).

Gene expression analyses

Expression of select genes was quantitated using reverse
transcription–quantitative PCR (qPCR) as previously de-
scribed in detail [39]. Briefly, total RNA was isolated using the
RNeasy Mini Kit (Qiagen) according to the manufacturer’s
instructions. RNA gels were run using 2% agarose (RNAse
free) to ensure that RNA was intact before complementary
DNA (cDNA) synthesis. RNA concentration was determined
using the NanoDrop 3300 Fluorospectrometer with ND-3300
software (Thermo Scientific). Five micrograms of total RNA
was then reverse-transcribed into cDNA with random primers
using the TaqMan high-capacity cDNA reverse transcription
kit (Applied Biosystems). qPCR analysis was performed using
the Eppendorf Mastercycler Ep Realplex II system (Eppen-
dorf) with fast thermal cycling using TaqMan Fast Universal
Master Mix. The Taqman inventoried primers and probes
(Applied Biosystems) are listed in Supplementary Table S1.
Reactions were performed in triplicate, the gene expression
levels were normalized to an endogenous housekeeping gene
Pp1a, and relative expression levels were calculated using the
2 -DDCT method and are expressed as a fold of undifferentiated
mESCs, unless mentioned otherwise.

Statistical analyses

All experiments were performed in triplicates with at least
three independent repeats, unless specified otherwise. Where
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appropriate, the results are presented as mean – standard error
of the mean. Statistically significant differences between
two treatment groups were determined using the unpaired
two-tailed Student t-test and between several groups using
analysis of variance test followed by Bonferroni post-hoc test,
unless mentioned otherwise. All statistical analyses were
performed using Prism software (version 5.0a; GraphPad
Software, Inc.). Significance was considered for P < 0.05.

Results

Effects of hypoxia on endoderm enrichment
under SP and AA differentiation conditions

To study the effects of hypoxia on mESC differentiation,
we first characterized the viability of the cells cultured under
various oxygen tensions. The viability of mESC cultures
maintained for up to 3 weeks under hypoxic conditions at
3% or 1% O2 was similarly high (*90%) and statistically
indistinguishable from that of the cultures at 21% O2 tension,
further referred to as ‘‘normoxia’’ (Fig. 1A). Moreover, ex-
posure of mESCs for up to 6 days to 1% O2 tension (further
referred to as ‘‘hypoxia’’) when differentiating under either
SP conditions following LIF/BMP-4 withdrawal, or upon
directed endoderm induction with 20 ng/mL AA, did not
affect their viability compared to maintenance cultures (Fig.
1B). However, the rate of proliferation of mESCs cultured in
hypoxia under maintenance, SP or AA conditions, was
significantly reduced compared to the same conditions in
normoxia (Supplementary Fig. S1). These findings cumu-
latively indicate that mESCs cultured under reduced oxygen
tensions as low as 1% O2 remain viable and continue to
proliferate, albeit at a reduced pace.

Initiation of differentiation of mESCs under normoxic
conditions either by LIF/BMP-4 removal or in the presence
of AA resulted in the downregulation of the mRNA levels of
marker genes for stemness, whereas select markers for all
three germ layers were upregulated (Supplementary Fig.
S2). In terms of the magnitude of the latter effect, both SP
and AA conditions seemed to favor endodermal differenti-
ation. For example, when cultured under SP conditions
(LIF/BMP-4 withdrawal) in normoxia for 6 days, mESCs
exhibited a 9.2 – 0.6- and 32.9 – 5.4-fold increase in mRNA
expression of Sox17 and Foxa2, which are marker genes of
endoderm [13], compared to the maintenance culture.

In the presence of AA, the expression of Sox17 and Foxa2
mRNA was further augmented by 2.9 – 0.6- and 5.5 – 1.0-
fold over SP differentiation (Supplementary Fig. S2), which
amounts to an overall increase of *30- and *180-fold over
the maintenance culture, respectively (Supplementary Fig.
S2). Similarly, under normoxic conditions, AA also en-
hanced the expression levels of Cxcr4, a marker for the DE
[13] as well as that of Brachury T, a marker for the me-
soendoderm [13], over those induced by SP. By contrast,
AA did not significantly change the expression of meso-
dermal markers [mesenchyme homeobox1 (Meox1) and
Vimentin (Vim)], or of Sox7, a marker for the extraembry-
onic endoderm [13].

Next, we studied the effects of hypoxia on SP- and AA-
induced mESC differentiation. In SP cultures, exposure to
moderate hypoxia (5–12% O2) did not significantly affect
the levels of Sox17 and Foxa2 (data not shown). Even at 3%

O2, the expression of mRNA levels of both these tran-
scription factors, while showing a trend, was statistically
indistinguishable from that in SP cultures in normoxia.
However, lowering the oxygen tension to 1% significantly
enhanced Sox17 and Foxa2 expression in SP cultures by
5.2 – 1.0- and 3.3 – 0.7-fold above the SP cultures in nor-
moxia, respectively (Fig. 1C).

Morphological evaluation of mESCs following 6 days of
SP differentiation upon LIF/BMP-4 withdrawal indicated
enrichment in epithelial-like cellular phenotypes in hypoxia-
treated cultures compared with normoxia (Fig. 1C). We then
stained the cultures with antibodies against Foxa2 protein
and found that 48.6 – 4% of cells undergoing SP differen-
tiation under hypoxic conditions (1% O2) were positive for
Foxa2 expression, which is tantamount to essentially a
doubling of the number of Foxa2-positive cells under nor-
moxia (Fig. 1D). The number of Foxa2-positive cells in 3%
O2, while showing a trend for an increase, was statistically
indistinguishable from that in normoxia (Fig. 1D), further
supporting the gene expression results. Based on these re-
sults, we concluded that exposure to 1% O2 had a substantial
effect on spontaneously differentiating mESCs resulting in
significant enrichment in endoderm progenitors; therefore,
all subsequent experiments were performed at this level of
hypoxia.

Our previous study indicated that under normoxia, AA-
induced endodermal differentiation of mESCs yielded
*50% Foxa2 + cells compared to *25% positive cells in SP
differentiating cultures [12]. Therefore, we hypothesized
that concomitant exposure to hypoxia and AA will further
enhance the enrichment in endodermal progenitors. Indeed,
treatment of mESCs with 20 ng/mL AA in hypoxia in-
creased Sox17 and Foxa2 gene expression by 501 – 108- and
1,483 – 169-fold compared to the maintenance cultures, re-
spectively (Fig. 2A). This increase in the expression of
Sox17 and Foxa2 genes was significantly larger in hypoxia
than in normoxia in both AA-treated cultures [by 19.0 – 4.1-
and 8.3 – 0.9-fold, respectively (Fig. 2A and Supplementary
Fig. S2)] and the SP cultures [by 3.3 – 0.2- and 1.9 – 0.3-
fold, respectively (Fig. 2A and Supplementary Fig. S2)].

Similarly, the AA-induced mRNA expression of Cxcr4
was increased in hypoxia by 125.9 – 12.5-fold compared to
the maintenance culture, which is a 4.7 – 0.5-fold increase
compared to SP cultures under hypoxia (Fig. 2A), and by
7.3 – 0.7-fold over AA-treated cultures under normoxia
(Supplementary Fig. S2). In hypoxia, the expression of the
visceral (extraembryonic) endoderm marker gene Sox7 in
AA-treated cultures was slightly but significantly down-
regulated by *47% compared to SP cultures.

Considering that concomitant expression of Sox17,
Foxa2, and Cxcr4 indicates differentiation toward DE [36],
our findings of higher expression of these three gene markers
under hypoxia, lower expression of Sox7, in concert with the
morphological evaluation of the cultures (Fig. 2A, inset), sug-
gest that AA treatment leads to further enrichment in DE pro-
genitors, with concomitant reduction of visceral endoderm.

In parallel, we also analyzed expression of marker genes
for other germ layers to account for the heterogeneic nature
of the mESC differentiation [13]. As depicted in Fig. 2A,
AA treatment during hypoxia had no effect on the expres-
sion of a mesenchymal maker Vim as opposed to the upre-
gulation of another marker gene Meox1 and an early
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FIG. 1. Hypoxia promotes the enrichment of endoderm progenitors under spontaneous (SP) differentiation conditions. (A)
Mouse embryonic stem cells (mESCs) were cultured for 6 days in the maintenance media under various oxygen tensions.
The viability was measured by flow cytometry using the Guava ViaCount cell viability assay kit. The data are presented as
the percentage of viable cells from the total cell count [mean – standard error of the mean (SEM), n = 9]. n.s., not significant.
(B) mESCs cultured under normoxia (21% O2, white bars) or hypoxia (1% O2, gray bars) conditions in the maintenance
media (leukemia inhibitory factor/bone morphogenetic protein 4), SP differentiation media, or SP media supplemented with
20 ng/mL activin A (AA). The viability was measured by flow cytometry, as above. The data are presented as the percentage
of viable cells (mean – SEM, n = 18–23). (C) mESCs were cultured for 6 days in the SP media under various oxygen
tensions. The relative expression of Sox17 and Foxa2, measured using quantitative polymerase chain reaction (qPCR), is
presented as fold of normoxia (mean – SEM, n = 10, *P < 0.05). Right panel: representative phase-contrast photomicro-
graphs at day 6 of SP-differentiated cultures (original magnification 200 · , scale bar 50 mm). (D) mESCs were cultured for 6
days in the SP media under various oxygen tensions and processed for immunofluorescent staining with the anti-Foxa2
antibody (green) and nuclear staining with 4¢,6-diamidino-2-phenylindole (DAPI) (blue). Upper panel: representative
fluorescent photomicrographs at day 6 of SP-differentiated cultures acquired at 200 · magnification, size bar 50mm. Lower
panel: the number of Foxa2 + cells was counted manually and is presented as percentage of total cell number per field of
view (mean – SEM, n = 21–31, *P < 0.05). Color images available online at www.liebertpub.com/scd
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FIG. 2. Hypoxia enhances AA-induced differentiation toward definitive endoderm. (A) mESCs were cultured for 6 days
in the SP media or 20 ng/mL AA-containing media under hypoxia (H; 1% O2). The relative expression of marker genes was
measured using qPCR and is presented as fold of day 0 (mean – SEM, n = 7–9, *P < 0.05 AA-H vs. SP-H). Inset: repre-
sentative photomicrographs at day 6 of SP- and AA-differentiated cultures under hypoxia acquired at 100 · magnification,
scale bar 50mm. (B) Flow cytometric analysis of Foxa2 protein expression in mESCs cultured for 6 days in the SP media or
20 ng/mL AA media under hypoxia (1% O2). Immunostained cultures with isotype control antibody were used to assign the
appropriate gates. The data in the right panel are presented as the percentage of positive events out of the total number of
collected events in the cell gate (mean – SEM, n = 8–10, *P < 0.05 AA vs. SP). Inset: immunofluorescent staining against
Foxa2 (red) and nuclear stain with DAPI (blue) of mESCs treated for 6 days with AA under hypoxia. (C) Flow cytometric
analysis of Foxa2 and Cxcr4 protein expression in mESCs cultured for 6 days in the SP media or 20 ng/mL AA media under
hypoxia (1% O2). Immunostained cultures with isotype control antibody were used to assign the appropriate gates. The data
in the right panel are presented as the percentage of double-positive events out of the total number of collected events in the
cell gate (mean – SEM, n = 4, *P < 0.05 AA vs. SP). Color images available online at www.liebertpub.com/scd
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mesoendodermal marker brachyury T (T). The slight upre-
gulation of an ectodermal marker gene Foxg1 was statisti-
cally insignificant. The marker genes for stemness, Pou5f1
and Nanog, were significantly downregulated in differenti-
ating mESCs compared with maintenance culture but re-
mained higher in AA-treated cultures under hypoxia than in
the SP cultures.

To confirm the gene expression results at the protein le-
vel, we analyzed select gene products by flow cytometry in
cells cultured in hypoxia under either SP or AA conditions.
In hypoxia, 75 – 4% and 22 – 4% of the cells were Foxa2 +

in AA- and SP-cultures, respectively (Fig. 2B). The robust
presence of Foxa2 + cells in AA-treated cultures was also
validated using immunostaining (Fig. 2B, inset); overall,
these findings support our hypothesis that hypoxia increases
the proportion of Foxa2 + cells in AA-treated cultures.
Moreover, 34 – 4% and 15.9 – 1.6% of the AA and SP cul-
tures were double stained for Foxa2 + and Cxcr4 + , respec-
tively (Fig. 2C), supporting our previous observations on the
genes expression level that hypoxia significantly increases
the fraction of DE cells.

Involvement of HIF and ROS in hypoxia-enhanced
endoderm differentiation

AA-induced endoderm differentiation in normoxia
reached a plateau by day 6 of treatment, as inferred from the
kinetics of Foxa2 mRNA expression (Fig. 3A). Thus, while

keeping the duration of AA treatment constant (6 days), we
sought to identify in the next set of experiments the minimal
duration of exposure to hypoxia that would result in in-
creased expression of endoderm marker genes, such as
Foxa2. As depicted in Fig. 3B and C, exposure to hypoxia
for 24 h sufficed to enhance AA-induced Foxa2 upregulation
by 461.1 – 210.7-fold compared to the maintenance culture,
which is 4.1 – 1.9-fold increase over AA-treated cultures
under normoxia (0 day in hypoxia). Longer exposure to
hypoxia did not lead to a statistically significant additional
increase in the gene expression levels. These findings imply
that exposure to hypoxia for a relatively short time period
( £ 24 h) is sufficient to trigger a strong and persistent in-
duction of endodermal differentiation.

Based on these results, we hypothesized that the observed
effects might involve activation of hypoxia-sensitive tran-
scription factors, such as HIF-1a [40]. For technical reasons,
the activation of HIF-1a is generally assessed by evaluating
the induction of downstream targets, such as Adm1 and
Ndrg1, which are considered as surrogate markers for HIF-
1a activation due to the presence of HIF-1a binding sites in
their promoter regions [41]. As depicted in Fig. 4A, expo-
sure of AA-treated mESCs to as little a 6 h of hypoxia re-
sulted in a statistically significant increase in the gene
expression of Adm1 and Ndrg1.

To further examine the involvement of HIF-1a in hypoxia-
induced endoderm differentiation, we utilized an established
HIF-1a-knock out mESC line (HIF-1a- / - mESCs) and their

FIG. 3. Time course of hypoxia-
mediated enhancement of AA-
induced expression of Foxa2. (A)
mESCs were cultured under hyp-
oxia in the SP media or 20 ng/mL
AA media for up to 10 days. At the
indicated time points, relative ex-
pression of Foxa2 was measured
using qPCR. The data are presented
as fold of the maintenance culture
(mean – SEM, n = 5–11). (B) Sche-
matic presentation of the experi-
mental protocol to examine the role
of the duration of hypoxia on en-
doderm differentiation. White bars:
duration of normoxia; gray bars:
duration of hypoxia. (C) mESCs
were cultured in normoxia/hypoxia
according to the scheme depicted
in (B) in 20 ng/mL AA-containing
media for a total of 6 days. Relative
expression of Foxa2 was measured
by qPCR for all experimental set-
ups at day 6 in culture. The data are
presented as fold of maintenance
culture (mean – SEM, n = 5–14,
*P < 0.05 vs. 0 day in hypoxia).
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corresponding WT cells [41]. In preliminary studies, we es-
tablished that under normoxic conditions, the AA-induced
levels of marker genes for endodermal differentiation were
similar in the WT mESCs as in E14-12DS cells (data not
shown). As seen in Fig. 4A, the expression of Adm1 mRNA
in WT mESCs increased by *12- to 30-fold following ex-
posure of the cells to hypoxia for 6–24 h. Similarly, at 6 h
exposure to hypoxia, the expression of Ndrg1 mRNA was
about 15-fold higher than under normoxia but then remained
relatively constant over time. There was no change in the
expression levels of Adm1 and Ndrg1 over time under nor-
moxia. These data suggest that the 1% oxygen tension used in
our study induced a typical hypoxic response mediated by
increased HIF-1a activity.

SP differentiation of HIF-1a - / - mESCs in hypoxia for 6
days resulted in only minimal, statistically insignificant,
upregulation in the expression of Foxa2 and Sox17, com-
pared with normoxia cultures (Fig. 4B) and in contrast to the
E14-12DS mESCs (Fig. 2A). We conclude that in HIF-

1a - / - mESCs, hypoxia did not augment SP endodermal
differentiation beyond what was already obtained in nor-
moxia. On the other hand, the expression of Foxg1 (neu-
ronal ectoderm marker gene) and Cxcr4 (Fig. 4B) in
HIF-1a- / - mESCs was significantly upregulated in hypoxia
by comparison to maintenance cultures. Since concomitant
expression of Foxg1 and Cxcr4 indicates differentiation
toward neuronal progenitor cells [42], this finding implies
that in the absence of HIF-1a SP differentiation of the cells
in hypoxia was shifted toward ectoderm.

Treatment of HIF-1a - / - mESCs with AA in hypoxia
resulted in a significant attenuation of the upregulation in
the expression of DE markers Sox17, Foxa2, and Cxcr4
compared with WT-mESCs, which in the HIF-1a- / -

mESCs increased only by 6.5 – 0.8-, 5.0 – 0.7-, and
6.6 – 1.5-fold, respectively (Fig. 4B and Supplementary Fig.
S3). In other words, exposure of the HIF-1a - / - mESCs to
AA in hypoxia resulted in more than 100-fold lower gene
expression levels of Sox17 and Foxa2 and more than 10-fold

FIG. 4. Contribution of hypoxia-
inducible factor (HIF)-1a and re-
active oxygen species (ROS) to
enhance endoderm differentiation.
(A) Wild-type mESCs were cul-
tured under hypoxia for the indi-
cated periods of time in the SP
media. The relative expression of
Adm1 (white bars, left y-axis) and
Ndrg1 (gray bars, right y-axis) was
measured using qPCR. The data are
presented as fold of the respective
normoxia culture (mean – SEM,
n = 10–11, *P < 0.05 hypoxia vs.
normoxia). (B) HIF-1a - / - mESCs
were cultured for 6 days in the SP
media or 20 ng/mL AA-containing
media under normoxia or hypoxia
(1% O2). The relative expression of
marker genes, as measured using
qPCR, is presented as fold of the
respective normoxia culture (mean –
SEM, n = 8–14, *P < 0.05 AA vs.
SP). (C) Wild-type mESCs were
cultured for 6 days in 20 ng/mL
AA-containing media under hyp-
oxia (1% O2) in the presence of
increasing concentrations of the
ROS scavenger N-acetylcysteine
(NAC). The relative gene expres-
sion of Sox17 and Foxa2, as mea-
sured using qPCR, is presented as
fold of day 0 (mean – SEM, n = 6–
8, *P < 0.05).
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lower gene expression of Cxcr4 than in the corresponding
WT cells (Supplementary Fig. S3). Cumulatively, these data
suggest a pivotal role of HIF-1a in the hypoxia-facilitated
increase in the AA-induced expression of endodermal
marker genes.

The fact that the effects of hypoxia on DE marker ex-
pression in AA-treated HIF-1a- / - -mESCs were significantly
attenuated, but not entirely abrogated, suggests that other
factors may be involved in the hypoxia-mediated upregula-
tion of mESC differentiation. An important component of
the hypoxic microenvironment is the formation and pres-
ence of ROS [43,44]. Therefore, we explored the contribu-
tion of ROS to hypoxia-induced endoderm differentiation.

Differentiation of (wild-type) mESCs by AA under hyp-
oxia and in the presence of increasing concentrations of the
ROS scavenger, N-acetylcysteine (NAC), resulted in a dose-
dependent decrease in the levels of hypoxia-induced expres-
sion of Sox17 and Foxa2 expression (Fig. 4C). At 2.5 mM
NAC, the hypoxia-induced increase in the expression of
Sox17 and Foxa2 genes was attenuated by *80% (Fig. 4C),
suggesting that the mechanism underlying the hypoxia-
induced endoderm enrichment may be a combination of HIF-
1a-dependent and ROS-mediated transcriptional changes.

Effects of hypoxia on distal lung differentiation

Recently, Longmire et al. described a developmental bi-
ology-inspired differentiation protocol for the differentiation
of mESCs into distal lung epithelial cells [10]. This proto-
col, originally carried out for 23 days under atmospheric
oxygen tension, entails a multistep sequel: induction of DE,
anteriorization, lung specification, induction of lung pro-
genitors, and differentiation into distal lung epithelial cells.
We hypothesized that exposure to hypoxia during this pro-
tocol will further enhance the differentiation of mESCs into
distal lung cells. In the course of mouse embryonic devel-
opment, oxygen availability gradually increases as the de-
velopment of cardiovascular system progresses and the
blood begins to circulate around E9.5 [45].

To more closely recapitulate the in vivo microenviron-
ment, we limited the exposure to hypoxia in our experi-
mental system to the duration of DE differentiation and
anteriorization (up to day 7), followed by normoxia, while
one control group was exposed to hypoxia for the duration
of the DE differentiation, that is, only up to day 6 and other
control groups were cultured during the entire 23 days in
either normoxia or hypoxia (Fig. 5A). As seen in Fig. 5B,
the duration of exposure of mESCs to hypoxia differentially
affected the expression of marker genes for alveolar epi-
thelial (AE) cell type II (Sftpc), AE type I (Aqp5), and club
cells (club cell secretory protein, Scgb1a1). Exposure of the
cultures to hypoxia during the DE formation step (6 days in
culture) followed by normoxia for additional 17 days led to
increased expression of Sftpc by 3.9 – 0.5-fold compared to
cultures differentiated in normoxia only (Fig. 5B).

Exposure to hypoxia for one more day, until the end of
the anteriorization step (7 days in culture) followed by
normoxia for additional 16 days, essentially abolished the
hypoxia effect resulting in statistically insignificant upre-
gulation in Sftpc expression by 1.7 – 0.5-fold. Moreover,
culturing the cells for the entire period of 23 days in hypoxia
prevented upregulation of Sftpc beyond the levels found

when the cells were cultured in normoxia only. By contrast,
induction of marker genes for AE type I (Aqp5) and club
cells (Scgb1a1) was maximal when the cells were cultured
in hypoxia for the duration of the entire differentiation
protocol and increased by 40.0 – 1.5- and 11.1 – 0.8-fold,
respectively, beyond the levels found in normoxia. Varia-
tions in the duration of exposure to hypoxia at the beginning
of the differentiation protocol only marginally affected the
degree of upregulation of Aqp5 and Scgb1a1 (Fig. 5B).
These data suggest that timing and duration of the in vitro
exposure to hypoxia can lead to a directed enrichment in
specific distal lung cell types.

Discussion

Mammalian embryonic development occurs at reduced
intrauterine O2 levels that can be as low as 1% [46,47]. This
observation, initially made in a variety of animal models,
was also confirmed for early stages of human development,
where the oxygen tension in the embryo undergoes dy-
namic changes from *2.5% O2 in the first trimester toward
8% O2 starting from the second trimester and until birth
[48]. This suggests that early embryonic development and
subsequent organogenesis in mammalian embryos takes
place in a low O2 environment (less than *2.5%). To the
best of our knowledge, this is the first study to demonstrate
enrichment in DE cells derived from AA-treated mESCs by
hypoxia through concomitant activation of the HIF-1a
pathway and increased presence of ROS. Moreover, using
a recently described developmental biology-based distal
lung differentiation protocol [10], we demonstrate that
timing and duration of exposure to hypoxia differentially
modulated the enrichment of endodermal distal lung de-
rivatives, such as alveolar epithelium type I, type II, and
club cells.

During early embryonic development, cell proliferation,
differentiation, and function occur under low O2 tension
[48]. Some of the stem cells in adult organs also reside in
poorly oxygenated niches, for example, heart epicardium
[49], kidney [50], and bone marrow [51]. In this study, we
found that mESCs remain viable and continue to proliferate
over the entire range of 1–21% O2 tension (Fig. 1 and
Supplementary Fig. S1). This finding is in line with reports
that under low O2 tension murine and human ESCs (hESCs)
continue to proliferate, exhibiting lower rates of SP differ-
entiation [52,53] and a greater capacity for self-renewal by
expressing higher levels of pluripotency marker genes
(POU5F1, SOX2, and NANOG) [54]. However, some other
studies suggest that in vitro hypoxic conditions (1–4% O2)
efficiently promote differentiation of diverse pluripotent stem
cells toward ectodermal cell types (eg, neurons [24], retinal
progenitors [55]) or cells of mesodermal origin (eg, cardio-
myocytes [26], endothelial cells [27], and chondrocytes [28]).

Regarding the effects of low O2 levels on differentiation
toward the endoderm germ layer and its derivatives, the
literature is surprisingly limited. To the best of our knowl-
edge, the few existing reports describe the formation of
visceral endoderm from hESCs under 3% O2 tension [34],
retinoic acid-induced DE differentiation from mESCs under
5% O2 tension [35], AA-induced DE differentiation in
normoxia followed by hepatic specification under 4% O2

tension [56], lack of enhanced pancreatic specification under
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5% O2 tension [57], and hypoxia-mediated priming toward
DE differentiation [52]. Here, we report that Foxa2 and
Sox17 expressions, both at the gene and the protein levels, are
significantly enriched by lowering the O2 tension from 3%
to 1% (Fig. 1). In line with the recent report by Lim et al.
[34], a visceral endoderm marker gene (Sox7) was upregu-
lated by hypoxia in our experimental system in SP cultures.
Low oxygen levels (1% O2) enhanced the efficiency of DE
cell generation in AA-treated cultures, as evident from the
increased coexpression of Foxa2/Cxcr4 and invariant ex-
pression of Sox7 when compared to normoxia and SP cul-
tures, respectively (Fig. 2).

The molecular mechanisms involved in transducing low
O2 tension into differential gene regulation rely mainly on
the combination between the stabilization of HIF family of
transcription factors and formation of ROS [58]. To date,
three major isoforms of HIFa proteins were identified,
which include 1a, 2a, and 3a [59]. The following activities
of HIFa proteins are of particular relevance for ESCs: (1)
HIF-3a upregulates the expression of HIF-2a and in parallel
prevents the expression of HIF-1a [60]; (2) under low
oxygen tension, HIF-2a is a positive regulator of hESC
pluripotency genes and proliferation; and (3) HIF-1a is not

expressed under normoxia and temporally translocates to the
nucleus during the first 48 h of hypoxia [60]. Therefore, we
hypothesized that the rapid upregulation of Foxa2 upon
transient exposure of AA-treated cultures to hypoxia (Fig. 3)
is mediated by HIF-1a. In support of our hypothesis, upre-
gulation of the expression of a series of marker genes for
DE, such as Foxa2, Sox17, and Cxcr4, following AA
treatment under hypoxic conditions was significantly im-
paired in HIF-1a- / - mESCs (Fig. 4 and Supplementary Fig.
S3) compared with the control WT mESCs (Supplementary
Fig. S3).

The observed enrichment in endoderm progenitors in AA-
treated mESCs in hypoxia is consistent with the reported
HIF-1a-mediated increase of an early endoderm marker
gene (Krt8) expression in embryoid bodies cultures primed
by exposure (48 h) to hypoxia of 1% O2 tension [40], that is,
the same O2 level as also used in this study. A recent report
described the effect of hypoxic preconditioning (at 2% O2)
on enhanced formation of DE, where the actual differ-
entiation was performed in normoxia [52], and supports
our findings that short-term hypoxic exposure leads to up-
regulation of Foxa2 gene expression (Fig. 3). Our study
provides additional insight into the effects of longer time

FIG. 5. Duration of exposure to hypoxia modulates the differentiation into diverse distal lung cells. (A) Schematic pre-
sentation of the experimental protocols to evaluate the contribution of the duration of hypoxia to the differentiation of mESCs
into diverse distal lung cells. Normoxia (white area), hypoxia (gray area). (B) mESCs (E14-12DS) were cultured according to
the indicated condition number. The relative expression of Sftpc, Aqp5, and Scgb1a1 was measured using qPCR. The data are
presented as fold of cultures differentiated under normoxia (condition 1) (mean – SEM, n = 7–9, *P < 0.05).
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periods of hypoxic exposure by demonstrating that contin-
uous exposure for up to 6 days to hypoxia results in en-
hanced differentiation toward DE, as assessed from the
upregulation of coexpressed Foxa2 and Cxcr4 markers and
downregulation of Sox7 (Fig. 2).

To investigate the involvement of HIF-1a and ROS in the
hypoxia-mediated endodermal differentiation, we employed
both HIF-1a- / - mESCs and a ROS scavenger (NAC). While
the overall levels of DE marker genes in AA-treated HIF-
1a- / - mESCs were significantly downregulated compared to
the corresponding WT cells (Supplementary Fig. S3), the ex-
pression levels of Foxa2 and Sox17 were still significantly
higher than in the SP cultures (Fig. 4B). AA is a member of
transforming growth factor b (TGFb) superfamily and exerts
its biological activities in part through TGFb receptors [61].

ROS are an integral part of the TGFb-induced signali-
zation and gene expression [62]. A chemically induced in-
crease in intracellular ROS levels under normoxic
conditions reportedly enhances the formation of early me-
soendoderm [63] and visceral endoderm [64,65]. The re-
duction in AA-induced DE differentiation of mESCs treated
with ROS scavengers under hypoxia (Fig. 4C) suggests that
this effect is at least in part mediated by the formation and
subsequent signaling of ROS and does not solely rely on
HIF stabilization.

One of our long-term goals is to optimize ESC biopro-
cessing by leveraging in vivo-like microenvironmental con-
ditions for the efficient generation of diverse lung-relevant
cell populations. We note that there is a solid basis of
knowledge regarding the role of hypoxia during in vivo
embryonic lung development [66], which is in contrast to
the limited information available for hypoxia-induced en-
doderm differentiation in vitro and the current lack of
published reports on the effects of hypoxia on differentiation
of murine or hESCs toward lung phenotypes (PubMed
search performed on September 11, 2014). Therefore, we
applied a set of hypoxic conditions to a recently published
protocol that differentiates mESCs into lung progenitors by
following a sequel of defined embryonic development stages
[10]. Our data indicate that depending on the timing and
duration of exposure of the cells to hypoxia, this protocol
will differentially induce the expression of lung cell-specific
markers for AE type I, AE type II, and club cells (Fig. 5).

We posit that the differential responses to the duration
and timing of exposure of mESCs to hypoxia may arise from
differential sensitivity of gene expression patterns to hyp-
oxic preconditioning, a hypothesis that deserves further re-
search. Interestingly, Van Haute et al. reported that culturing
of human ESCs at the air–liquid interface (ALI) under at-
mospheric oxygen tension promotes differentiation into di-
verse lung-specific and other (mesenchymal) cells and
facilitates the in vitro assembly of this mixed population
into lung-like tissue [67]. Therefore, the enhanced ability to
manipulate the outcome of specific differentiation protocols
using specific culture conditions (eg, ALI) or by merely
changing the level of oxygen tension may lead to more ef-
ficient protocols for the targeted enrichment in specific lung
cell types for future regenerative applications.

Taken together, these results suggest that to efficiently
generate lung-relevant cells optimal in vitro bioprocessing will
involve differential exposure to oxygen tension as a critical
component of a multifactorial differentiation protocol.

There is a growing body of in vivo evidence supporting
pulmonary integration and therapeutic efficacy of ESC-
derived lung-specific cell types [68]. In terms of translating
the outcomes of our in vitro differentiation protocol into
preclinical and clinical studies, we envisage a future appli-
cation of lung-specific epithelial cells for the ex vivo re-
seeding of decellularized lungs [69] or for transplantation
in vivo, both of which are beyond the scope of this article.
Indeed, following our initial in vivo studies of intratracheal
delivery of fetal pulmonary cells in a mouse model [70],
Roszell et al. demonstrated the integration of intratracheally
delivered mESC-derived AE type II cells into the lungs of
mice [12].

A critical issue will be to demonstrate the efficacy and
uniformity of cell engraftment along the lines recently de-
scribed by us for in vitro reseeding of decellularized lungs
[69]. Another projected application of our findings will be
the use of in vitro-derived lung epithelial cells for mecha-
nistic studies in an in vitro model of engineered pulmonary
organoids [71,72]. An important milestone toward clinical
translation, currently under investigation in our laboratory,
will be to demonstrate the applicability of our protocols and
findings to the directed pulmonary differentiation of human
pluripotent cells.

Conclusions

In this study, we provide evidence for the beneficial ef-
fects of hypoxia on the enrichment in DE differentiation of
AA-treated mESCs. We further demonstrate important roles
of both HIF-1a and ROS in mediating the effects of hypoxia
using HIF-1a- / - mESCs and a ROS scavenger, respec-
tively. The increase in the expression of endodermal
markers is evident upon a short transient exposure to hyp-
oxia, suggesting a major role of hypoxia-sensitive tran-
scriptional processes in the regulation of endoderm gene
expression and subsequent pulmonary differentiation. We
also demonstrate that the timing and duration of exposure to
hypoxia differentially enhances the expression of Aqp5,
Sftpc, and Scgb1a1, that is, marker genes for AE type I, type
II, and club cells, respectively.

Our findings position hypoxia as a critical component of
bioprocessing protocols aimed at optimizing the directed
differentiation and enrichment of endoderm and DE cells in
general and distinct lung-relevant phenotypes in particular.
We suggest that careful timing and duration of exposure to
hypoxia will be an important element of an optimized in
vitro bioreactor-based differentiation protocol for the effi-
cient generation of lung-specific cells for drug discovery and
cell therapy.
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