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Increased Retinoic Acid Catabolism in Olfactory Sensory
Neurons Activates Dormant Tissue-Specific Stem Cells and
Accelerates Age-Related Metaplasia
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The cellular and molecular basis of metaplasia and declining neurogenesis in the aging olfactory epithelium (OE) remains
unknown. The horizontal basal cell (HBC) is a dormant tissue-specific stem cell presumed to only be forced into self-renewal
and differentiation by injury. Here we analyze male and female mice and show that HBCs also are activated with increasing
age as well as non-cell-autonomously by increased expression of the retinoic acid-degrading enzyme CYP26B1. Activating
stimuli induce HBCs throughout OE to acquire a rounded morphology and express IP3R3, which is an inositol-1,4,5-trisphos-
phate receptor constitutively expressed in stem cells of the adjacent respiratory epithelium. Odor/air stimulates CYP26B1
expression in olfactory sensory neurons mainly located in the dorsomedial OE, which is spatially inverse to ventrolateral con-
stitutive expression of the retinoic acid-synthesizing enzyme (RALDH1) in supporting cells. In ventrolateral OE, HBCs express
low p63 levels and preferentially differentiate instead of self-renewing when activated. When activated by chronic CYP26B1
expression, repeated injury, or old age, ventrolateral HBCs diminish in number and generate a novel type of metaplastic re-
spiratory cell that is RALDH2 and secretes a mucin-like mucus barrier protein (FccBP). Conversely, in the dorsomedial OE,
CYP26B1 inhibits injury-induced and age-related replacement of RALDH2 supporting cells with RALDH11 ciliated respira-
tory cells. Collectively, these results support the concept that inositol-1,4,5-trisphosphate type 3 receptor signaling in HBCs,
together with altered retinoic acid metabolism within the niche, promote HBC lineage commitment toward two types of re-
spiratory cells that will maintain epithelial barrier function once the capacity to regenerate OE cells ceases.
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Significance Statement

Little is known about signals that activate dormant stem cells to self-renew and regenerate odor-detecting neurons and other
olfactory cell types after loss due to injury, infection, or toxin exposure in the nose. It is also unknown why the stem cells do
not prevent age-dependent decline of odor-detecting neurons. We show that (1) stem cells are kept inactive by the vitamin A
derivative retinoic acid, which is synthesized and degraded locally by olfactory cells; (2) old age as well as repeated injuries
activate the stem cells and exhaust their potential to produce olfactory cells; and (3) exhausted stem cells alter the local reti-
noic acid metabolism and maintain the epithelial tissue barrier by generating airway cells instead of olfactory cells.

Introduction
The horizontal basal cell (HBC) is a pluripotent and neurogenic
stem cell in the adult mammalian olfactory epithelium (OE) that
is dormant during normal tissue homeostasis, but becomes acti-
vated to proliferate and/or differentiate following extensive death

of OE cells (Leung et al., 2007; Schwob et al., 2017). HBCs can be
experimentally activated by genetic inactivation of the tumor
protein 63 (p63; Fletcher et al., 2011; Packard et al., 2011;
Schnittke et al., 2015; Fletcher et al., 2017) or by injury caused by
methimazole, which is an olfactotoxin that kills all OE cell types
except HBCs (Brittebo, 1995; Gadye et al., 2017). The adjacent
respiratory epithelium (RE), which is not affected by methima-
zole, harbors basal stem cells with histochemical characteristics
similar to those of HBCs (Rock et al., 2010).

Niche factors that regulate HBC activation in response to
injury remain elusive. Neither is it known why HBCs cannot pre-
vent age-related changes, such as decreased neurogenesis and
appearance of respiratory metaplasia (Naessen, 1971; Nakashima
et al., 1984; Loo et al., 1996; Genter and Ali, 1998; Kondo et al.,
2009; Brann and Firestein, 2014; Child et al., 2018). Unexplored
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is also the regulation of HBC activation in relation to the func-
tional organization of OE into overlapping zones with olfactory
sensory neurons (OSNs) that express different odorant receptor
genes, depending on their localization along the dorsomedial–
ventrolateral nasal cavity axis (Ressler et al., 1993; Vassar et al.,
1993; Mombaerts et al., 1996; Zapiec and Mombaerts, 2020). The
dorsomedial OE zone (Z1) differs significantly from ventrolateral
zones (Z2-4) with regard to gene expression (Alenius and Bohm,
1997; Gussing and Bohm, 2004), OSN turnover (Vedin et al.,
2009; Login et al., 2015b), sensitivity to toxins, and age-related
loss of OSNs (Loo et al., 1996; Genter and Ali, 1998; Vedin et al.,
2004; Kondo et al., 2009). We and others have shown that dorso-
medial–ventrolateral differences in all-trans-retinoic acid (RA)
metabolism regulates olfactory progenitor cell fate and differen-
tiation (Peluso et al., 2012; Paschaki et al., 2013; Login et al.,
2015b). RA is a morphogen derived from vitamin A that regu-
lates organogenesis and tissue regeneration and is widely used to
induce differentiation of pluripotent stem cells cultures (Gudas
and Wagner, 2011). RA bioavailability is determined by RA syn-
thesizing retinaldehyde dehydrogenases (RALDHs) and mem-
bers of the cytochrome P450 family 26 (CYP26) that inactivate
RA (Duester, 2008; Isoherranen and Zhong, 2019). Local RAme-
tabolism regulates the fate selection of stem cells in the embry-
onic gonadal niche and promotes hematopoietic stem cell
dormancy in the bone marrow niche (Feng et al., 2014; Cabezas-
Wallscheid et al., 2017). While a role for RA in the regulation of
adult neurogenesis has been demonstrated (Wang et al., 2005;
Jacobs et al., 2006; Goodman et al., 2012), less is known about
the role of local RA metabolism in the regulation of adult neuro-
nal stem cells. In the adult OE stem cell niche, nasal RA levels are
controlled by non-neural RALDH1 cells and odor/air stimuli
that induce CYP26B1 in such a way that an activity-dependent
Z1high–Z4low spatial gradient of RA catabolic activity is formed
(Niederreither et al., 1997; Öztokatli et al., 2012; Peluso et al.,
2012; Login et al., 2015a,b).

We show that HBCs are activated not only by injury, but also
naturally by old age as well as experimentally by increased
CYP26B1 in OSNs. These three activating stimuli induce dor-
mant HBCs to express the IP3 receptor and intracellular Ca21

release channel (IP3R3). Thus, HBCs resemble RE stem cells,
which have constitutive high IP3R3 levels. We find that HBCs in
ventrolateral Z4 express relatively low levels of p63 and are bi-
ased to differentiate rather than to self-renew. Repeated injuries
or chronically increased CYP26B1 cause metaplasia, which in the
ventrolateral OE is of a previously unspecified secretory respira-
tory type with cells that express the mucin-like protein FcgBP.
In Z1, CYP26B1 stimulates neurogenesis and inhibits a distinct
type of injury-induced and age-related metaplasia with ciliated
respiratory cells. Together, our results show that HBCs exhibit a
limited self-renewal capacity and are more multipotent than pre-
viously thought, and that the balance of RA metabolizing
enzymes in differentiated cell progeny of HBCs regulate HBC
activation as well as differences in neurogenesis along the dorso-
medial–ventrolateral axis.

Materials and Methods
Mice. The OMP-CYP26B1 transgenic mouse line (herein referred to as
OMP-Cyp) in which the OMP gene promoter drives Cyp26B1 overex-
pression selectively in OSNs has been previously described (Login et al.,
2015a). Mice were housed with food and water available ad libitum in
light- and temperature-controlled environment and killed by cervical
dislocation followed by immediate exsanguination. All animal experi-
ments were approved by the local ethics committee for animal research

at the court of appeal for the upper northern area of Norrland (Umeå,
Sweden).

Tissue preparation. Nasal tissue was dissected, fixed for 4 h at 4°C in
4% (w/v) paraformaldehyde in PBS, pH 7.4, cryoprotected in 20% (w/v)
sucrose at 4°C for 16–24 h, frozen in Tissue-Tek OCT compound (Sakura
Finetek) and sectioned at 12mm. Tissue from animals older than 3 weeks
was treated with RDO Rapid Decalcifier (Apex Engineering).

Intranasal drug administration. Two-week-old C57BL/6J mice were
given carprofen (5mg/kg, s.c.), and anesthesia was accomplished by
injection of a mixture of medetomidine (0.25mg/kg, s.c.), midazolam
(2.5mg/kg, s.c.), and fentanyl (0.025mg/kg, s.c.; Henke and Erhardt,
2004). Antidotes atipamezole (1.25mg/kg) and naloxone (0.6mg/kg)
were given subcutaneously. Control experiments using fluorescent beads
added to the solutions assured that the technique used resulted in solu-
tions spreading over the entire OE surface. Liarozole dihydrochloride
(6-[(3-chlorophenyl)-imidazol-1-ylmethyl]-1H-benzimida-zole, Tocris
Bioscience) was diluted to 1.5 mM in 7% dimethylsulfoxide (DMSO) for
intranasal administration. 13-cis-RA (isotretinoin, Sigma-Aldrich) was
administered at a concentration of 0.1 mM. Vehicle (7% DMSO) was
administered (1ml/g) to one naris. Two microliters of fluid was placed at
the naris, timed with the inspiratory phase of the breathing cycle when
the mouse was in supine position. One minute was allowed between
administrations. The mouse was then turned 90° to right lateral re-
cumbent position for the second dose, followed by the third dose
given when in left lateral recumbent position. Drug or vehicle was
administered once a day for 3 consecutive days, and mice were killed
24 h after the last dose. Liarozole, 13-cis-RA, and DMSO were
administrated at nontoxic doses as assessed in pilot experiments by
cleaved caspase-3 immunohistochemistry.

Methimazole treatment. To ablate cells in OE, OMP-Cyp and litter-
mate control mice received one, two, or three intraperitoneal injections
of 75mg/kg methimazole (Sigma-Aldrich) or physiological 0.9% NaCl
saline vehicle (Brittebo, 1995; Suzukawa et al., 2011) with an interval of
3weeks. Mice were killed 6 or 21d postinjection (see Fig. 4O). Pilot
experiments using 50, 75, or 100mg/kg methimazole followed by analy-
sis of tissue sections throughout the anterior–posterior axis of OE
showed that 75mg/kg injections resulted in a complete detachment of
OE, leaving a single layer of HBCs in all zones. Mice intended for analy-
sis of proliferating cells were injected intraperitoneally with 50mg/kg
bromodeoxyuridine (BrdU; Sigma-Aldrich) twice per day 6 h apart for 2
d [at 4 and 5 d postinjection (dpi) of methimazole] and were killed 24 h
or 21d later (representing 6 or 21dpi of methimazole, respectively).

Histology and immunodetection. Before immunofluorescence analy-
sis, the tissue sections were rinsed in PBS and background was
blocked by incubation for 1 h in 3% normal donkey serum (Jackson
ImmunoResearch) in PBS with 0.1% Triton X-100, followed by
overnight incubation at 4°C in blocking solution with the primary
antibody. Primary antibodies not requiring antigen retrieval were
raised against the following: adenylate cyclase 3 (AC3; made in rab-
bit; dilution, 1:500; catalog #C-20, Santa Cruz Biotechnology); ace-
tylated tubulin (mouse; 1:100; catalog #T7451, Sigma-Aldrich);
CD36 (goat; 1:200; catalog #AF2519, R&D Systems); CYP26B1
(rabbit; 1:200; catalog #21 555-1-AP, ProteinTech); cytokeratin 5
(rabbit; 1:300; catalog #905501, BioLegend); ICAM1 (rabbit; 1:200;
catalog #ab25375, Abcam); IP3R3 (rabbit; 1:500; catalog #AB9076,
Merck); NAD(P)H dehydrogenase quinone 1 (NQO1; rabbit; 1:500;
catalog #ab2346, Abcam); pS6 (rabbit; 1:2000; catalog #44-923G,
Thermo Fisher Scientific); RALDH1/2 (mouse; 1:1000; catalog #SC-
166362, Santa Cruz Biotechnology); REG3g (rabbit; 1:500; catalog
#ABIN1870299, Antibodies-online.com); STMN1 (rabbit; 1:1000;
catalog #ab24445, Abcam); and cleaved caspase 3 (1:500; catalog
#559565; BD Biosciences). Specific antigen retrieval protocols were
necessary to improve the detection by some of the antibodies.
Retrieval for BrdU (rat antibody; dilution, 1:500; catalog #NB500-
169, Novus Biologicals) and SOX2 (mouse; 1:500; catalog #SC-
365964, Santa Cruz Biotechnology) was with 2 M HCl at 37°C for
30min. For cytokeratin 19 (rat; 1:10; catalog #AB_2133570,
Developmental Studies Hybridoma Bank), FcgBP (rabbit; 1:200;
catalog #NBP1-90 462, Novus Biologicals), FoxJ1 (mouse; 1:500;
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catalog #14996582, Thermo Fisher Scientific; rabbit; 1:100; catalog
#NBP-87928, Novus Biologicals), IP3R3 (mouse; 1:50; catalog #610312,
BD Biosciences), p63 (mouse; 1:100; catalog #4A4 CM163 ABC, Biocare
Medical), and Ki67 (rabbit; 1:500; catalog #AB9076, Merck) heat retrieval
in 10 mM sodium citrate buffer, pH 6 for 20min, was used. FcgBP anti-
body competition was with FcgBP recombinant protein antigen (catalog
#NBP1-90462PEP, Novus Biologicals) at a 10 M excess. A specific signal
was detected by incubation with Alexa Fluor 488- or 546-conjugated don-
key antibodies toward goat (1:500; catalog #A11055 and #A11056,
Invitrogen), mouse (1:500, #A21202, Invitrogen), rabbit (1:500; Invitrogen
catalog #A21206 and #A10040, Thermo Fisher Scientific), or rat IgG
(1:500; Invitrogen catalog #A21208 and #A11081, Thermo Fisher
Scientific). Biotin-conjugated donkey anti-mouse IgG (1:1000; catalog
#AS10 1242, Agrisera) and anti-rabbit IgG (1:1000; catalog #AS101083,
Agrisera) was used for 1 h at room temperature followed by 30min of
incubation with streptavidin DyLight 549 (1:750; catalog #SA-5549,
Vector Laboratories). Sections were counterstained with Hoechst 33258
(Sigma-Aldrich) and mounted with fluorescent mounting medium (cata-
log #S3023, Dako). Images were captured with a Nikon Digital Eclipse C1
plus Confocal Microscope. For bright-field detection either ImmPACT
DAB peroxidase or Vectastain Elite ABC HRP kits (Vector Laboratories)
were used. For histologic hematoxylin and eosin staining, Mayer’s hema-
toxylin (Histolab) was used for 5min, sections were rinsed in tap water,
followed by 0.2% eosin (Histolab) for 15 s, and rinsed. For Alcian Blue
staining, sections were incubated with 3% acetic acid for 3min, then 1%
Alcian Blue 8GX (Sigma Aldrich) in 3% acetic acid, pH 2.5, for 30min,
rinsed in tap water, and counterstained with hematoxylin. For Periodic
acid-Schiff (PAS) staining sections were incubated with 0.1% periodic acid
(Merck) for 15min, followed by 30min in Schiff’s reagent (Sigma-
Aldrich), rinsed in tap water, and counterstained with hematoxylin. After
histologic staining, sections were dehydrated in a 70%, 95%, and 100%
ethanol series, cleared in xylene, and mounted with DPX media (BDH
Laboratories).

In situ hybridization. In situ hybridization analysis was performed as
previously described (Vedin et al., 2009). Histone mRNA expression in
S-phase was detected with a digoxygenin-labeled histone 3 cRNA probe
made by using IMAGE clone no. 478445 with an insert corresponding
to bases 27–480 of replication-dependent histone 3 (RefSeq accession
no. NM_175653.2; Vedin et al., 2009). The FCgBP cRNA probe was
generated using IMAGE clone 4209006 with an insert corresponding to
bases 5922–7957 of RefSeq accession no. NM_001122603.1.

Experimental design and statistical analyses. Comparisons among
control, OMP-Cyp, and methimazole-treated mice were performed in
groups of at least three littermate mice, with the same overall proportion
of males and females. Quantifications of immunofluorescence and his-
tone 3 mRNA1 cells were done from eight serial coronal hemisections
(section interval, 90mm) per mouse, collected from the middle part of
OE in a region located 300–800mm anterior to the olfactory bulb. Data
for Z1, Z2, and Z4 were obtained from regions of 300mm in length in
each zone, per data point. Positive cells were assessed and counted
directly after scanning with a Nikon C1confocal microscope. The num-
bers of histone 3 mRNA1 cells were determined by quantification of in
situ hybridization signal in basal cells with a discernable nucleus. OE
from regions 500mm in length in Z4 (13-cis-RA) or Z1 and Z4 (liaro-
zole) of 2-week-old mice (three mice per group) were analyzed using
light field (in situ hybridization signal) and fluorescence (nuclear stain-
ing with Hoechst stain). Statistical significance of all datasets were deter-
mined by unpaired two-tailed t tests using Microsoft Excel and averaged
data are presented as mean 6 SEM. All quantifications were performed
blinded across conditions. For a Krt51 cell to be included in the count,
the image had to include the nucleus.

Results
Effects of spatially delimited RAmetabolic enzymes in
adult OE
HBC cell progeny includes OSNs as well as supporting sustentac-
ular (SUS) cells, globose basal cells (GBCs), Bowman’s gland,
and microvillous cells (MVCs; Fig. 1A). The principal cell types

of RE are ciliated respiratory goblet cells and respiratory basal
cells, the latter being the stem/progenitor cells of the RE.
Double-immunofluorescence analyses with antibodies recogniz-
ing RALDH1 and the Z1 marker NQO1 (Gussing and Bohm,
2004), showed that SUS cells in Z2-4, but not in Z1, expressed
the RA-synthesizing enzyme RALDH1 (Fig. 1B,C). RALDH1
was also in the RE adjacent to Z4 (Fig. 1B,D). Analysis of OE at
embryonic day 18.5 and 2weeks of age revealed that Z2-4
RALDH11 SUS cells first appeared after birth (Fig. 1E,F). This
finding, together with previous results showing RALDHs in lam-
ina propria cells and the postnatal development of a Z1high to
Z4low gradient of CYP26B11 OSNs, make it highly likely that RA
bioavailability in Z1, Z2, and Z4 becomes low, medium, and
high, respectively, in the adult OE (Niederreither et al., 1997;
Norlin et al., 2001; Peluso et al., 2012; Login et al., 2015a,b). To
address the function of RA for adult neurogenesis, we adminis-
tered 13-cis-RA (isotretinoin) intranasally to 2-week-old mice
and analyzed them for cell proliferation (Fig. 2A–A9). 13-cis-RA
is an endogenous agonist of retinoic acid receptors that is less
efficiently cleared from tissue than RA (Isoherranen and Zhong,
2019). Cells in S-phase have a very high level of histone mRNA
that is rapidly degraded once genome replication is completed
(Marzluff and Duronio, 2002; Vedin et al., 2009). The numbers
of dividing basal cells per mm in vehicle (DMSO) and 13-cis-
RA-treated mice were 666 13 and 516 7, respectively (p, 0.01,
Student’s t test). This indicated that transiently increased RA

Figure 1. Spatial expression of CYP26B1 and RALDH1 in the adult OE. A, Schematic illus-
tration of cell types in the OE and RE. OE is a columnar pseudostratified neuroepithelium
with underlying vascularized lamina propria (LP). Close to the basal lamina (BL; dashed line)
are HBCs and GBCs. GBCs generate immature OSNs (OSNis), which mature into OMP1 OSNs
(OSMm) with their cell bodies centrally in OE. In the apical layer are SUS cells and scattered
MVCs, both of which are in contact with the BL by endfeet. Acinar and ductal cells of
Bowman’s glands are additional OE cells not included in the illustration. Main RE cell types
are the ciliated respiratory cell (CIL), goblet cell (GOB), and respiratory basal cell (RBC). B,
Immunofluorescence for NQO1 (green) in Z1 and RALDH1 (magenta) in Z2-4 at 2 months of
age, showing the overall structure of the cartilaginous turbinates lined with OE in one nasal
cavity. The dashed line represents the NQO1/RALDH1 border between Z1 and Z2. C, Close-up
of region boxed in B showing the Z1 (NQO1)/Z2 (RALDH1) border. D, Region corresponding
to the dashed box in B, showing the border between OMP1 OSNs and negative RE. Note
that RALDH1 is in both OE SUS cells and RE cells. E, F, SUS cells are negative for RALDH1 at
embryonic day 18.5 (EXVIII.5), but positive at 2 weeks (2 w) of age. Scale bars: B, 200mm;
C–F, 25mm. Dashed line in C–F indicates BL. Nuclei are counterstained in blue.
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signaling in OE inhibited cell proliferation. To address the func-
tion of CYP26B1 for basal cell proliferation, mice were treated
with the CYP26B1 inhibitor liarozole intranasally. Because of the
Z1high to Z4low gradient of CYP26B11 OSNs, we analyzed the
effect in both Z1 and Z4. The result showed that liarozole, which
conceivably resulted in increased RA due to CYP26B1 inhibition,
decreased cell proliferation 1.9-fold and 1.6-fold in Z1 and Z4,
respectively (Fig. 2B–B9,F). Together, these results indicated that
a transient decrease of CYP26B1 activity inhibited cell prolifera-
tion in OE and that the effect was most pronounced in Z1, which
had the most CYP26B11 OSNs.

That RA normally appear to have a suppressive effect on
proliferation is supported by the finding that a chronic vitamin
A-deficient diet increases proliferation in adult rat OE (Asson-

Batres et al., 2003). To analyze the long-term
effect of chronically increased RA catabolism
in OE, we analyzed mice (OMP-Cyp) that
expressed a CYP26B1 transgene under the
control of the OMP promoter (Fig. 2C–C9;
Login et al., 2015a). As the OMP promoter
drives high constitutive transcription selec-
tively in OSNs, the expectation was that bioa-
vailability of RA was continuously reduced
throughout OE in OMP-Cyp mice compared
with controls. Analysis of 4-month-old control
mice demonstrated an innate zonal difference
in neurogenesis as the immature STMN11

OSN layer was thinner in Z1 compared with
Z2-4 (Fig. 2D). This zonal difference was also
found in the transgenics (Fig. 2E). Qua-
ntification revealed that Z2 had the greatest
number of mature OMP1 OSNs per unit
length compared with Z1 and Z4 (Fig. 2F).
Compared with controls, there were, however,
relatively fewer OMP1 OSNs in Z4 of OMP-
Cyp mice (Fig. 2F), which was in line with our
previous observation that OSN death is
increased in Z4 of postnatal OMP-Cyp (Login
et al., 2015b).

GBCs are a heterogeneous population of
proliferating stem/progenitor cells that main-
tains normal tissue homeostasis in OE as
OSNs turnover throughout life (Caggiano et
al., 1994; Schwob et al., 2017). Quantification
of S-phase GBC progeny 1 dpi of BrdU
revealed higher proliferation in Z2 and Z4
than in Z1 in controls (Fig. 2G). The increased
proliferation in response to CYP26B1 gain-of-
function in OMP-Cyp mice was in keeping
with the finding that proliferation decreased
following intranasal administration of 13-
cis-RA or the CYP26B1 inhibitor liarozole.
Importantly, proliferation, as determined by
BrdU1/OMP� cell numbers at 1 dpi, was
increased in all zones of OMP-Cyp mice com-
pared with controls (Fig. 2G). Analysis of the
fraction of BrdU1/OMP1 double-positive
cells suggested that the shortest time for transit
from a proliferating BrdU-incorporating pro-
genitor into a mature OMP1 OSN was in Z4
for both control and OMP-Cyp mice (Fig.
2G). As expected from previous studies
(Graziadei and Graziadei, 1979; Vedin et al.,
2009), the continuous cell turnover in adult

OE led to clearance of most BrdU1 cells 16d after BrdU labeling
(Fig. 2H). However, in both control and OMP-Cyp mice, rela-
tively more BrdU1 cells were retained in Z1 at 16dpi, suggesting
a slower cell turnover and a relatively high accumulation of
BrdU1 GBCs in Z1 (Fig. 2H). Together, these results suggested
that the Z1low, Z2medium, and Z4high RA bioavailability in controls
correlated to low proliferation and low OSN turnover in Z1 com-
pared with Z2 and Z4. Z4 differed from Z1 and Z2 by showing a
higher rate of OSN differentiation. Moreover, a hallmark of Z1
was the relatively slow turnover of GBCs. Reduced RA bioavaila-
bility by high constitutive transgenic CYP26B1 expression exag-
gerated these zonal differences and, in addition, resulted in
increased death of Z4 OSNs.

Figure 2. Altered proliferation of basal cells in OE resulting from liarozole and 13-cis-RA treatment and CYP26B1
expression. A–B9, In situ hybridization analysis showing a reduced number of histone mRNA1 S-phase basal cells in
OE after nasal instillation of 13-cis-RA (A, A9) and the CYP26B1 antagonist liarozole (B, B9) compared with vehicle
(DMSO). C, C9, As expected, CYP26B1 (green) is increased in OSNs of transgenic OMP-Cyp (C9) compared with control
mice (C). D, E, Double OMP (green, mature OSNs) and STMN1 (magenta, immature OSNs) immunofluorescence in Z1,
Z2, and Z4 in 4-month-old OMP-Cyp mice and littermate controls, is shown. F, Quantification of basal cells positive for
histone mRNA after nasal instillation of liarozole and vehicle shows that that there was significantly less proliferation
in both Z1 and Z4 of liarozole-treated mice. G, Quantification of OMP1 OSNs in OMP-Cyp and controls is shown. H, I,
The number of BrdU1/OMP� (magenta) and BrdU1/OMP1 (green) cells in OMP-Cyp mice (striped bars) and controls
(open bars) after 1 (H) or 16 (I) dpi of BrdU. Graphs show N= 3 mice and n= 8 hemisections per mouse. Error bars
represent the mean6 SEM. Two-tailed Student’s t test: n.s. nonsignificant; *p, 0.05, **p, 0.01, ***p, 0.001.
Scale bars, 25mm. Dashed line indicates basal lamina. Nuclei are counterstained in blue.
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OMP-Cyp mice have patches in Z4 with HBCs, MVCs, and
an unidentified cell type
The persistently increased proliferation and increased OSN
deaths in Z4 of OMP-Cyp mice correlated with the appearance
of epithelial patches that were devoid of OSNs (Fig. 3A–D). This
Z4 patch type was not found in 4-month-old controls and was
thus caused by the increased CYP26B1 in OSNs. The established
patches were maintained in a CYP26B1-independent way
because, once established, these patches lacked CYP26B11 OSNs
(Fig. 3E,F). In addition to HBCs and some MVCs, the predomi-
nating unclassified cell type was a columnar cell with an apical
nucleus (Fig. 3D,F). This cell type was voluminous, with dis-
tended basal cytoplasm and at first glance resembled a hyper-
trophic SUS cell. Similar to SUS and RE cells, the unclassified cell
type showed nuclear SOX2 (Fig. 3F,G). Analyses for cilia markers
acetylated-tubulin (Ac-Tub) and AC3 as well as the microvilli
marker CD36 (Lee et al., 2015) showed that the patch cells, simi-
lar to SUS cells, had microvilli and not cilia as OSNs have (Fig.
3I–L). The histologic appearance of the patch also resembled
goblet cell metaplasia of RE. However, patch cells were negative
for PAS staining as well as Alcian Blue, which only stained goblet
cells in RE and cells of Bowman’s gland in OE (Fig. 4A–E).
Additional experiments showed that the patch cells were negative
for regenerating family member 3 g (Reg3g ), which marks a
large subclass of nasal RE cells (Sammeta and McClintock, 2010;
Fig. 4F,G). A feature that distinguished the patch cells from both
SUS and RE cells in Z4 was that they were RALDH1 negative
(Fig. 3K,L). Instead patch cells stained intensely for FoxJ1, which
is a marker for ciliated RE cells (Pardo-Saganta et al., 2015; Fig.
3H). However, in contrast to the nuclear staining of RE cells,
patch cells showed cytoplasmic FoxJ1 staining (see Fig. 6E,F). A
second unrelated anti-FoxJ1 antibody did not stain the Z4 patch
cells, which indicated that the cytoplasmic staining first obtained
was unspecific. Further irrelevant cytoplasmic immunofluores-
cence when using additional antibodies, raised the suspicion that
the patch cells bound antibodies in a Fab-independent manner.
We therefore examined expression of FcgBP, which is a secreted
mucin-like glycoprotein that binds to the Fc portion of IgG
(Harada et al., 1997; Kobayashi et al., 2002; Johansson et al.,
2009). Anti-FcgBP antibodies reacted specifically with the cells
in Z4 patches and surprisingly also a population of nasal RE cells
(Fig. 4H,I). Antigen-specific blockade demonstrated that staining
was specific to the Fab of the anti-FcgBP antibody (Fig. 4J). The
patches in Z4 differed from RE as FcgBP1 cells in RE were
smaller. In situ hybridization analysis confirmed that FcgBP1

cells were present in RE of control mice (Fig. 4M,N). In contrast
to SUS cells, there was a fraction of patch cells associated with
large secreted extracellular globules (Fig. 4K). Moreover, in con-
trast to RE, Z4 patches did not harbor ciliated respiratory or gob-
let cells. Altogether, these results strongly indicated that Z4
patches were composed of a metaplastic, possibly hypertrophic,
secretory and FcgBP1/RALDH� respiratory cell type. It is likely
that this cell type has been overlooked because of its histologic
similarity to SUS cells, and it thus may have been referred to as
“SUS-like,” “swollen SUS cells,” “globules-associated SUS cells,”
or “SUS cells with greatly expanded cytoplasm” (Genter and Ali,
1998; Grubb et al., 2007; Kondo et al., 2009; Renne et al., 2009;
Herrick et al., 2017). In addition, Jang et al. (2003) have reported
a similar cell type that appears in the most ventrolateral OE fol-
lowing methyl bromide injury. Based on electron microscopy, the
authors defined the cell as “similar to gland cells, having secretory
vesicles in the cytoplasm.” The replacement of RALDH11 SUS

Figure 3. Increased expression of CYP26B1 results in patches without OSNs in Z4. A, B,
Immunofluorescence for OMP (green) and STMN1 (magenta) on hemisections of OE in control
and OMP-Cyp mice, is shown. Dashed line represents the Z1–Z2 border. Note the relative
decrease of OMP in Z4 (marked by yellow lines) in OMP-Cyp mice (B) compared with controls
(A). C–L, Analyses of OE, metaplastic patches in Z4 (Z4 patch), and RE of OMP-Cyp mice are
shown. Where relevant, the shape of one Z4 patch cell is outlined by a dotted yellow line. C,
D, Hematoxylin and eosin (H&E) staining shows the large volume of patch cells. E, F, Shows
that patch cells express SOX2 (magenta) but not CYP26B1 (green). G, Double-immunofluores-
cence analysis of the OE/RE border (vertical line) shows that both SUS cells in OE and RE cells
express SOX2 (magenta) and that both HBCs in OE and basal cells in RE express Krt5 (green).
H, Analyses for OMP (yellow) in OE and FoxJ1 (magenta) demarcate the border between OE
and RE cells with FoxJ11 nuclei (arrowheads). I, J, Shows analyses for cilia markers Ac-Tub
(green) and AC3 (magenta). Patch cells do not stain for AC3 or Ac-Tub, while cilia of OSNs in
OE are positive for both (note that green plus magenta shows as white). K, L, SUS cells and
patch cells both have CD36 (green) positive microvilli, while SUS cells but not Z4 patch cells
express RALDH1 (magenta). Dashed lines in C–L indicate basal lamina. Scale bars: A,
300mm; C–L, 12.5mm.
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cells with RALDH�/FcgBP1 respiratory cells in OMP-Cyp trans-
genics conceivably lowered RA bioavailability even further and
contributed to the maintenance of the metaplasia in Z4 once
CYP26B11 OSNs had disappeared (Fig. 3F).

RA-dependent OE regeneration shows zonal differences
As Z4 normally showed the highest proliferation, fastest transit
time, and fastest cell turnover, one plausible explanation for the
metaplasia was that Z4 inherently might be most vulnerable to
exhaustion of the self-renewal capacity of HBCs. We hypothe-
sized that several episodes of methimazole-induced OE injury in
control mice would cause repeated HBC activation and pheno-
copy the Z4 phenotype in OMP-Cyp mice. Activated HBCs
regenerate the entire OE in ,30d after intraperitoneal injection
of methimazole (Bergman et al., 2002). To experimentally chal-
lenge the renewal capacity of OE, 2-month-old mice were
injected with methimazole or vehicle every third week. Mice
maximally received three methimazole doses, according to
schedules in Figure 4O. Double OMP/STMN1 immunofluores-
cence analysis 21d after one, two, or three methimazole injury–
regeneration (I–R) cycles showed an increased ratio of immature
to mature OSNs in all zones of control and OMP-Cyp mice
(compare Fig. 2D,E, 5A–C). Surprisingly, after up to two I–R
cycles, there were more immature STMN11 and mature OMP1

OSNs in Z1 of OMP-Cyp mice than in controls (Fig. 5A,B, com-
pare control and OMP-Cyp). Quantification after two I–R cycles
showed that the number of OMP1 cells in Z1 in OMP-Cyp mice
was twice as high as that of controls (Fig. 5D, arrow). This sug-
gested that a reduction in RA bioavailability actually improved
OSN regeneration in Z1, in contrast to the situation in Z4 where
regeneration was impaired (Fig. 5A,B). However, the positive
effect of CYP26B11 OSNs on neurogenesis in Z1 could not sus-
tainably counterbalance the negative effect of repeated injuries.
Accordingly, there was an abrupt change from increased to
decreased recovery of Z1 OSNs between the second and third I–
R cycle in OMP-Cyp mice (Fig. 5B,C). In Z1, OMP1 OSNs were
increased 40–50% after two cycles, followed by a 40–50%
decrease after three cycles (Fig. 5D). Interestingly, the regenera-
tive capacity of Z2 was quite resistant to repeated injury both in
control and OMP-Cyp mice (Fig. 5A–D).

In Z4 of OMP-Cyp mice, there was already only 42% OMP1

cells per unit length compared with control mice before the first
methimazole injection (Fig. 5D). The regenerative response of
Z4 was different from that of Z1 and Z2. After two and three I–R
cycles, the relative numbers of Z4 OSNs were further reduced by
;30% and ;60%, respectively, compared with control mice
(Fig. 5D). Based on these results, we categorized zonal differences
in OE regenerative capacity when RA is low as “increased then
decreased” for Z1, “indifferent” for Z2, and “decreased” for Z4
(Fig. 5E). To relate these zonal differences in the effect of high
CYP26B1 on neurogenesis to differences in proliferation, we
quantified the progeny of acutely BrdU-labeled OMP� cells at
3weeks after the second injury–repair cycle (Fig. 4O). This
experiment showed that the effect of increased CYP26B1 on
OSN-regenerated numbers (Fig. 5D) was mirrored by the effect
on progenitor cell proliferation, which also varied in an
“increased,” “indifferent,” and “decreased” pattern for Z1, Z2,
and Z4, respectively (Fig. 5F).

Inverse effects of CYP26B1 on two different types of
respiratory metaplasia
Fascinatingly, the secretory respiratory cell metaplasia that appeared
“spontaneously” in Z4 in OMP-Cyp mice between 1 and 4months
of age (Figs. 3, 4) also appeared in Z4 of 4-month-old control mice
following more than two I–R cycles [Fig. 6A–D (marked red in A)].
The surface area of metaplastic patches after two I–R cycles in con-
trols was similar to that of vehicle-treated 4-month-old OMP-Cyp
mice (Fig. 6A). Moreover, increased CYP26B1 aggravated the
expansion of the patches with each I–R cycle. These results

Figure 4. Identification of the metaplastic Z4 cell type. A–N, Analyses of OE, metaplastic
patches in Z4 (Z4 patch), and RE of OMP-Cyp mice are shown. A, B, Shows PAS1 (pink) gob-
let cells in RE (A) and Bowman’s glands in lamina propria of OE (B, arrow). Patch cells are
negative (B). Nuclei are stained by hematoxylin (purple). C–E, Alcian Blue (AB) staining (light
blue) shows negative patch cells (C) while Bowman’s duct/glands in OE (D, arrow) and gob-
let cells in RE (E, arrowhead) stain positive. F, G, Immunofluorescence for Reg3g (green)
shows that Z4 patch cells are negative (F) while RE cells are positive (G). H, I, FcgBP in
patch cells (H) and in RE cells (I). J, Shows lack of FcgBP immunofluorescence in Z4 patch
when blocking with the immunizing peptide (block. pep.). K, Secreted FcgBP1 (green)
extracellular globule (arrowhead) that is present in a fraction of the patches. L, Cells in Z1
patches do not stain for FcgBP. M, N, In situ hybridization analysis showing OMP mRNA1 in
OE (M) and FcgBP mRNA1 cells (N, arrows) on serial sections of the nasal septum. O,
Experimental time lines for vehicle treatments of control mice (control) and methimazole-
induced I–R cycles of OE in control and OMP-Cyp mice. Two-month-old mice received one (1
I–R), two (2 I–R), or three (3 I–R) injections (inj.) of vehicle or methimazole (red arrows)
21 d apart. Mice were killed (†) at 6 or 21 dpi following methimazole injections and received
BrdU (blue arrows) 1 or 16 d before being killed. Dashed lines indicate basal lamina. Scale
bars: A–E, 25mm; F–L, 12.5mm; M, N, 50mm.
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suggested that reduced RA bioavailability and repeated injuries neg-
atively affected Z4 regeneration in a similar way.

Close-up examination of OE after a single I–R cycle revealed
an additional type of metaplasia in Z1 of controls, but not in
OMP-Cyp mice [Fig. 6A–C,F,G (marked blue in A)]. The cell type
in these “Z1 patches” had apically located FoxJ11 nuclei (Fig. 6G)

Figure 5. RA-dependent OE regeneration shows zonal differences. A–C, Double immuno-
fluorescence for OMP (green) and STMN1 (magenta) in Z1, Z2, and Z4 of OE in littermate
control and OMP-Cyp mice 21 d after methimazole-induced one (A), two (B), and three (C)
I–R cycles. Scale bar, A, 25mm. D, Quantification of OMP1 cells in Z1, Z2, and Z4 of litter-
mate controls (open bars) and OMP-Cyp mice (gray bars) after vehicle, two I–R, and three I–
R cycles is shown. E, Percentage of regenerated OMP1 cells after two I–R and three I–R
cycles. The percentage was calculated relative to the number of OMP1 OSNs per 300mm OE
length in vehicle-treated control and OMP-Cyp mice, respectively. Blue lines indicate the
trends of regenerative capacity in Z1, Z2, and Z4 in OMP-Cyp mice compared with control
mice following two I–R and three I–R cycles, respectively. F, Quantification of the number of
BrdU1/OMP� (magenta) and BrdU1/OMP1 (green) double-positive cells in OMP-Cyp mice
(striped bars) and littermate controls (open bars) after two I–R cycles at 1 dpi of BrdU.
Graphs show result from N= 3 mice and n= 8 hemisections per mouse. Error bars represent
the mean6 SEM. Two-tailed Student’s t test: n.s. nonsignificant, *p, 0.05, **p, 0.01,
***p, 0.001.

Figure 6. Two types of metaplastic patches appear after methimazole injury or high-level
transgenic expression of CYP26B1. A, Schematic illustrations of OE hemisections representing
three OMP-Cyp mice at 1 month of age (1m). Also illustrated are OE hemisections of control
and OMP-Cyp mice after one, two, and three I–R cycles according to the schedule outlined
in Figure 4O. Red lines indicate patches with metaplastic secretory respiratory cells (secretory
patch), whereas blue lines indicate patches with metaplastic ciliated respiratory cells (ciliated
patch). Arrowheads indicate examples of OE regions without flanking RE where isolated
patches within otherwise normal OE histologically were identified. B, C, Distribution of
OMP1 OSNs (green) in control mice after vehicle (B) and after three I–R cycles (C) is shown.
Nuclei are in blue. Indicated Z1 region (solid box) and Z4 region (dashed lined boxes) corre-
spond to the regions analyzed in D, E, and G. D–G, Show FoxJ1 immunostaining in Z4 (D), a
patch of secretory respiratory metaplasia in Z4 (E), RE (F), and a patch of ciliated respiratory
metaplasia in Z1 patch (G). Scale bars: C, 300; D, 12.5mm.
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and Ac-Tub1/AC3� cilia (Fig. 7A). In similarity to respiratory
cells, the patch cells in Z1 also expressed Keratin 19 (Krt19; Fig.
7B,D). The cell morphology and antibody staining pattern in the
Z1 type of patch were thus identical to ciliated respiratory cells,
but, in contrast to RE, this type of metaplasia did not harbor
Reg3g1 or FcgBP1 respiratory cells (Figs. 4L, 7C,E). In OE of
control mice, ciliated respiratory metaplasia initially appeared in
Z1, but then in Z2-4 after repeated injury (Fig. 6A, blue). Both cili-
ated and secretory epithelial patches appeared at the OE–RE
boundary and as isolated patches within otherwise normal OE.
The isolated patches were most readily distinguished by histology
in OE regions that are devoid of flanking RE, such as the septum
and dorsal roof of the nasal cavity (Fig. 6A, arrowheads).
Moreover, both types of metaplastic patches consisted either solely
of metaplastic cells or of a mixture of metaplastic and OE cells
(Fig. 7, compare F9, G).

Interestingly, in OMP-Cyp mice the appearance of ciliated re-
spiratory metaplasia was prevented in Z1 following up to two I–R
cycles. That the transgenic increase in CYP26B1 inhibited meta-
plasia in Z1 was in line with the stimulatory effect of CYP26B1 on
proliferation and neurogenesis, also for up to two I–R cycles (Fig.
4A–F). Furthermore, in similarity to cells in the RE, and in con-
trast to the RALDH� SUS cells in Z1, the respiratory cells appear-
ing in Z1 were RALDH11 (Figs. 1B,C, 7C–F). Together, repeated
I–R cycles led to intriguing inverse zone-specific niche changes in
RA metabolism in such a way that RALDH� SUS cells in Z1 were
replaced by one type of respiratory cell that was RALDH1, while
RALDH1 SUS cells in Z4 were replaced by another type of respi-
ratory cell that instead was RALDH�.

CYP26B1-induced HBC activation resembles injury-induced
HBC activation
To address whether reduced RA bioavailability activated dor-
mant HBCs to enter the cell cycle, the number of cells double
positive for BrdU and the HBC marker Krt5 was determined. As
expected the proportions of BrdU1/Krt51 double-positive cells
in Z1, Z2, and Z4 of control mice at 1 dpi of BrdU were very low:
0%, 0.2%, and 0.5%, respectively (Fig. 8A,B). In OMP-Cyp litter-
mates on the other hand, BrdU1/Krt51 cells in Z1, Z2, and Z4
were 2.5%, 10%, and 10%, respectively (Fig. 8A,C). This was
interesting since it showed that increased CYP26B1 in OSNs
activated dormant HBCs in the niche to proliferate, and the
effect was most pronounced in Z2-4.

It is known that the loss of p63 activates HBCs in a gene dos-
age-dependent manner (Schnittke et al., 2015). Interestingly, ex-
amination of p63 in 4-month-old mice showed that Z4 had
fewer HBCs that expressed p63 to a high level, compared with
Z1 and Z2, in control as well as in OMP-Cyp mice (Fig. 8D–I).
Thus, a high fraction of HBCs with p63 virtually below detection
threshold coincided with sensitivity for exhaustion of HBCs in
Z4 and the appearance of secretory respiratory metaplasia. The
number of p631 HBCs did not differ significantly between con-
trol and OMP-Cyp mice (Fig. 8D). This indicated that CYP26B1
did not activate HBCs via p63 downregulation.

A characteristic of injury-induced HBC activation is a tran-
sient increase in mTORC1 signaling, which can be assessed by
phosphorylation of ribosome S6 (pS6; Gadye et al., 2017;
Haller et al., 2017). Since anti-pS6 and anti-Krt5 antibodies
were raised in the same species, we used ICAM1 as an HBC
marker. In contrast to Krt5, ICAM1 selectively stain the basal
HBC membrane surface juxtaposed to basal lamina (Carter et
al., 2004). Immunofluorescence demonstrated double-positive
pS61/ICAM11 HBCs in OMP-Cyp mice, but not in control
mice (Fig. 8J,K).

Signs of HBC transdifferentiation
Close-up examination of OMP-Cyp OE showed that the cyto-
plasm of SOX21 SUS cells contained Krt51 puncta that were not
found in controls (Fig. 8L,M). Krt5 could persist for some time
during the differentiation of an HBC into a Krt5-negative cell
(Xie et al., 2013; Chen et al., 2017; Child et al., 2018). Moreover,
recent results showed that Krt51 HBCs can differentiate directly
to SUS cells without cell division (Fletcher et al., 2017).
Consequently, the Krt51 SUS cells were likely newly generated
as a result of the increased HBC activation and OSN turnover in
OMP-Cyp mice. In line with such reasoning, a high percentage
(;20%) of Krt51 cells was not confined to the basal lamina at an
early time point (6 d) after the start of the third I–R cycle (Fig.
8N,O). A fraction (;13%) of these “nonbasal” Krt51 cells were
not dormant as these were positive for Ki67, which labels cells
that are no longer in G0 (Fig. 8O). The relatively high percentage
of Ki671/Krt51cells leaving the basal lamina during acute methi-
mazole-induced regeneration, compared with when CYP26B1 is
chronically high in OMP-Cyp mice, likely was a consequence of
methimazole inducing a synchronous wave of activation of
HBCs 6 d earlier. Moreover, at this early time point of methima-
zole-induced regeneration, Krt5 could be detected in quite a few
ciliated respiratory patch cells as well as in some Z4 secretory re-
spiratory patch cells (Fig. 8P,Q). Conceivably, some Krt51 HBCs
might just have differentiated to ciliated and secretory respira-
tory cells in a manner similar to the direct transdifferentiation, as
has been described for SUS cells (Fletcher et al., 2017).

Figure 7. Metaplastic cells in Z1 are ciliated respiratory cells. A, Ac-Tub (green) and AC3
(magenta) analyses of a Z1 patch showing that Ac-Tub cilia (arrowheads) staining of the
metaplastic cells does not overlap with OSN-specific AC31 cilia staining. B, D, Krt19 and Krt5
immunofluorescence shows that both Z1 patch cells (B) and RE cells (D) express Krt19. C, E,
Analysis for Reg3g (green) and RALDH1 (magenta) shows that the Z1 patch cell type is
RALDH11/Reg3g� (C), while both RALDH11 and Reg3g1 cells are present in RE (E). F,
RALDH11 ciliated respiratory cells (magenta) and OMP1 OSNs (green) along the dorsal
nasal recess (i.e., Z1) of control mice after three I–R cycles. F¨, Close-up of a patch
with RALDH11 respiratory cells that lacks OMP1 OSNs. G, A patch that has a mixture
of RALDH11 respiratory cells and OMP1 OSNs. Scale bars: A–E, G, 12.5mm; F,
200mm. Nuclei are in blue.
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IP3R3 marks a state of activation of HBCs and RE basal cells
To analyze all OE niche cells, we included IP3R3, which marks
MVCs (Hegg et al., 2010; Jia et al., 2013). Surprisingly, in addi-
tion to MVCs, HBCs in uninjured OMP-Cyp mice were IP3R31

while HBCs in control mice were negative, as expected (Fig. 9A,
B). Moreover, HBCs in control mice expressed IP3R3 6 d after
methimazole treatment (Fig. 9C). Unlike the few scattered HBCs
positive for pS6 and BrdU, IP3R3 was in most if not all HBCs
throughout OE. This uniform induction of IP3R3 expression in
HBCs correlated with a change from a flat to a rounded cellular
morphology (Fig. 9, compare A9,B9,C9, Krt5 immunofluores-
cence). Intriguingly, Krt51 basal cells in the RE of untreated con-
trol mice expressed IP3R3 constitutively to a level that was
comparable to that of HBCs in OMP-Cyp mice and in injured
controls (Fig. 8D). Thus, following activation, HBCs resembled
RE basal cells both with regard to high IP3R3 expression and the
potential to produce some RE cell types.

Direct contribution of HBCs to regeneration is more
common in Z4 than in Z1 and Z2
To compare the relative impact of chronically low RA to that of
three I–R cycles, while also taking zonal differences in HBC
numbers and their activation state into account, we quantified
the number of Krt51 HBCs (HBCTot) and Ki671/Krt51 non-
quiescent HBCs (HBCKi67). In OMP-Cyp mice, the HBCTot

number was as in controls for Z1, while HBCTot was increased
;15% for Z2 and Z4 (Fig. 9E). Six days after the last methima-
zole injury in control mice, HBCTot was increased ;30–50% in
all zones (Fig. 9E). These results indicated that HBC self-renewal
in Z1 was less influenced by CYP26B1 than by injury, while both
conditions increased HBC self-renewal in Z2-4. As expected, the
fractions of nonquiescent HBCs (HBCKi67/HBCTot) were very
low in control mice (Z1, 0.4%; Z2, 1.2%; and Z4, 0.7%; Fig. 9F).
Following three I–R cycles, the nonquiescent HBCs in Z1, Z2,
and Z4 increased to 11.6%, 19.7%, and 14.3%, respectively. The
corresponding numbers in OMP-Cyp mice were 2.0%, 5.6%, and
7.3%, respectively (Fig. 9F). Thus, nonquiescent HBCs were con-
sistently lowest in Z1 and similar between Z2 and Z4. To get an
estimate of HBCs in the cell cycle (HBCKi67) relative to the total
number of cells in the cell cycle (mainly GBCs at these time
points), we determined the HBCKi67/CellKi67Tot ratios for Z1, Z2,
and Z4 (Fig. 9G). This result indicated that the contribution of
HBCs to the total pool of cycling cells, in response to CYP26B1
transgenic expression or repeated injury was greater in Z4 com-
pared with Z1 and Z2. Thus, Z4 generated fewer of the GBCs
that also could contribute to injury-induced regeneration.

Analyses of the two types of metaplasia showed that the num-
ber of Krt51 cells was reduced in secretory, but not in ciliated re-
spiratory metaplastic patches, compared with the number of
Krt51 HBCs in OE flanking these patches (Fig. 9H). Moreover,
Krt51 cells remaining in the secretory respiratory metaplastic
patches were quiescent (i.e., they expressed a relatively high level
of p63; Fig. 9I), were pS6� and Ki67� compared with adjacent
Z4 OE (Fig. 10A–D). However, the HBCs in secretory patches
showed high levels of IP3R3 (Fig. 10E,F).

Aging of OE is akin to repeated injury of OE
The similarities between the injury-induced changes in OE iden-
tified in this study and the aging-associated changes noted in the
literature (Naessen, 1971; Nakashima et al., 1984; Loo et al.,
1996; Genter and Ali, 1998; Kondo et al., 2009) motivated analy-
ses of OE in old mice for the expression of ciliated and secretory
respiratory metaplastic cell markers Krt19 and FcgBP, respectively.

Figure 8. Increased CYP26B1 in OSNs activates HBCs. A, Quantification of the percentage of
BrdU1 HBCs in Z1, Z2, and Z4 of in 5-month-old control (open bars) and OMP-Cyp (gray bars)
mice. B, C, Double immunofluorescence for BrdU (magenta) and Krt5 (green). Arrow in C indicates
a double-positive HBC. D, Quantification of the number of p631 HBCs in Z1, Z2, and Z4 of OE. E,
F, Krt5 and p63 (magenta) in Z1 of control and OMP-Cyp mice. G, H, Krt5 (green) and p63 (ma-
genta) double-positive cells in Z1 (G, arrowheads) and Krt51 cells with p63 immunofluorescence
below detection threshold in Z4 (H) of OE. I, Enhanced exposure of the p63 signal in H showing
that p63 immunofluorescence is present in Z4 HBCs (arrowhead), but with a significantly lower in-
tensity compared with Z1 HBCs. J, K, pS6 (magenta) and ICAM1 (green) analyses of control (J)
and OMP-Cyp (K) mice. Arrows in K show the presence of double-positive HBCs. Note that overlap
in white is highly localized as ICAM and pS6 are in different cellular compartments. L, M, SOX2
(magenta) and Krt5 (green) analysis showing that SUS cells with Krt51 puncta (arrowheads) are
present in OMP-Cyp (M), but not in control mice (L). Magnified inserts have been resampled to
increase resolution. N, O, Ki67 (magenta) and Krt5 (green) in OMP-Cyp mice treated either with
vehicle (K) or after three I–R cycles. Arrows indicate double-positive HBCs. P, Q, FoxJ1 (magenta)
and Krt5 (green) fluorescence in a Z1 (P) and a Z4 (Q) patch after three I–R cycles in OMP-Cyp
mice. Arrows indicate double-positive HBCs. Scale bars, 25mm. n.s. nonsignificant, ***p, 0.001.
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Interestingly, age-related patches in 18-month-old normal mice
indeed resembled patches after more than one I–R cycle in 4-
month-old control mice with respect to immunoreactivity, mor-
phology, and zonal distribution (Fig. 10G–I). Quantification of
HBCs and nonquiescent OE cells (Ki67Tot) was done at 1, 4,
and 18months of age (Fig. 10K). In accordance with previous
studies, the total number of nonquiescent OE cells decreased
between 4 and 18months while the number HBCs remained
the same (Brann and Firestein, 2014). Under normal homeo-
static conditions, it was estimated that as few as 2.4% of S-phase
cells are HBCs, while the remaining 97.6% are GBCs (Huard
and Schwob, 1995). Interestingly, our experiments showed that
the ratio of nonquiescent HBCs to the total number of non-
quiescent cells (i.e., Ki671 HBC/Ki67Tot) increased between 4
and 18months (Fig. 10L). Thus, aging caused a decline in GBC
proliferation, which appeared to correlate with an increase in
the activation of HBCs. Indeed, immunofluorescence showed
that pS61/ICAM11 double-positive HBCs were detected in 18-
month-old mice, but not in 4-month-old mice (Fig. 10M,N).
Moreover, similar to the activation of HBCs by CYP26B1 and
injury, IP3R3 was induced at 18months of age in HBCs
throughout OE, which again correlated with a change from a
flat to a rounded HBC morphology (Fig. 10O–R). These results
in summary indicated that HBCs were released from dormancy
with age and that there was a strong correlation between
increased activation of HBCs and the appearance of age-related
metaplasia of the OE.

Discussion
We herein show that SUS cells in Z2-4 begin to express
RALDH1 after birth. Another characteristic of OE in adult mice
is odor/air-induced Z1high-Z4low CYP26B1 in OSNs (Login et al.,
2015a,b). Moreover, proliferation in OE is stimulated by
increased CYP26B1 expression in OSNs, while it is inhibited by
nasal administration of 13-cis-RA or a CYP26B1 inhibitor, liaro-
zole. These results indicate that the activities of CYP26B1 and
RALDH1 are important regulators of the adult stem cell niche.

Previous studies of the OE niche in adult mice have led to
seemingly contradictory results regarding the question of
whether HBCs are activated or not during normal tissue homeo-
stasis (Leung et al., 2007; Iwai et al., 2008; Schwob et al., 2017).
We find that HBCs, in addition to being activated by injury, are
activated by increased CYP26B1 in OSNs and by old age. Thus,
our finding that HBCs are activated specifically in old mice indi-
cates a role for this stem cell also during normal life. The activa-
tion correlates with induced IP3R3 in HBCs and that the effect
of CYP26B1 on neurogenesis in OE differs along the dorsome-
dial (Z1)–ventrolateral (Z4) axis. HBCs located in Z4 express low
levels of p63 and decrease in number when activated continu-
ously. Fewer HBCs in Z4 correlates with respiratory metaplasia
consisting of a novel cell type, which we identify as a secretory
respiratory cell type that expresses FcgBP. In Z1, CYP26B1

Figure 9. Activating stimuli induce all HBCs to express IP3R3 and change morphology. A–
D9, Double-immunofluorescence analyses for Krt5 (green) and IP3R3 (magenta). A, A9, IP3R3
in apically located MVCs (arrowheads) in controls. Note the lack of IP3R3 in Krt51 HBCs with
a flat cellular morphology at basal lamina. B, B9, IP3R3 and a rounded morphology charac-
terize Krt51 HBCs in OMP-Cyp mice (arrow). C, C9, IP3R3 is turned on in HBCs and HBCs also
change to a rounded morphology in control mice after methimazole injury (6 d after three I–
R cycles). D, D9, Krt51 basal cells in RE of control mice constitutively express IP3R3 (arrow).
E–I, Quantification of cell numbers in Z1, Z2, Z4, and metaplastic patches in vehicle-treated

/

controls (open bars), OMP-Cyp mice (striped bars), and control mice 6 d after three I–R cycles
(gray bars). E, The number of Krt51 HBCs. F, G, The percentage of Ki671 HBCs (HBCKi67) of
the total number of HBCs (HBCTot; F), and the percentage of Ki671 HBCs (HBCKi67) of the
total number Ki671 cells (Ki67Tot; G). H, The number of Krt51 HBCs in Z1 patch, Z4 patch,
and adjacent OE. I, The number of p631 HBCs in Z4 patches and adjacent Z4 OE. Graphs
show N= 3 mice and n= 8 hemisections per mouse. Error bars represent the mean6 SEM.
Two-tailed Student’s t test: n.s. nonsignificant, *p, 0.05, **p, 0.01, ***p, 0.001. Scale
bar, A, 12.5mm.
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stimulates neurogenesis and inhibits a distinct type of injury-
induced and age-related metaplasia with a ciliated respiratory
cell type.

Recent results show that HBCs are not activated even when
the GBC population is experimentally exhausted by continuous
high cell turnover as a result of OMP promoter-driven diphthe-
ria toxin-induced death of OSNs (Child et al., 2018). In contrast,
we find that HBCs are activated by OMP promoter-driven
CYP26B1 expression, which also results in increased cell turn-
over and OSN death (Login et al., 2015b). A straightforward

interpretation of our result is that HBCs are non-cell-autono-
mously activated by a CYP26B1-dependent reduction of RA bio-
availability. With similar reasoning, injury that causes death of
RA-producing RALDH11 SUS cells should also lead to reduced
RA, which in turn would signal activation of HBCs postinjury.
HBCs are indeed activated when SUS cells are genetically ablated
(Herrick et al., 2017). By inference, it was suggested that SUS
cells, via the Notch ligand Jagged1, normally serve to maintain
Notch1 HBCs in a quiescent state via upregulation of p63. We
do not find p63 levels to be altered in HBCs by increased
CYP26B1. Thus, CYP26B1 activates HBCs independently or
downstream of p63.

We show that CYP26B1, injury, or old age results in the
induction of IP3R3 in HBCs. Interestingly, IP3R3-deficient mice
have fewer HBCs and impaired recovery following toxin-induced
OE damage but not following bulbectomy, which selectively kills
OSNs (Jia et al., 2013; Jia and Hegg, 2015). The function of
IP3R3 in OE regeneration has been attributed to IP3R31 MVCs.
However, in another study it was shown that methimazole-
induced OE regeneration was not effected by selective MVC
ablation (Weng et al., 2016). These seemingly contradictory
results regarding IP3R3 can be explained by our finding that
IP3R3 can function cell autonomously in HBCs when induced
by CYP26B1, injury, or old age.

In contrast to the scattered distribution of nonquiescent
HBCs is the induced IP3R3 in virtually all HBCs. We find
that the uniform induction of IP3R3 correlates with flat
HBCs taking on a rounded morphology. IP3R3 signaling may
therefore play a more lasting role during an activation pro-
cess. Induction of IP3R3 likely is associated with the injury-
induced and sequential states of HBC activation recently
defined by Gadye et al. (2017). By single-cell RNA sequenc-
ing, it was shown that HBC activation includes transient and
heterogeneous states during which multiple cell fates are
specified, including renewed stem cells and committed dif-
ferentiating progenitors. During this early window of HBC
activation, genes with function in barrier formation and pro-
liferation are induced. The change to a rounded morphology
is compatible with the preparation for cell division, and
IP3R3 regulates Ca21 transfer from the endoplasmic reticu-
lum to mitochondria, which promotes mitochondrial respi-
ration required for self-renewal and differentiation (Filadi
et al., 2018). One possible function of IP3R3 could be to
“prime” HBCs to respond to IP3-dependent signaling acti-
vated during inflammation and/or tissue repair. In this
regard, it is interesting that EGF receptor signaling, which
uses IP3 as one second messenger, is associated with an early
HBC activation state, as defined by Gadye et al. (2017) and as
shown by Getchell et al. (2000), which induces HBC prolifer-
ation when transgenically activated in mice.

Extensive activation of HBCs in ventrolateral OE by continu-
ous high CYP26B1 expression, repeated injury, or old age gives
rise to metaplasia with a previously unspecified RE cell type. This
RE cell type is associated with extracellular globules and pro-
duces FcgBP, which is a large secreted mucin-like glycoprotein
implicated in mucus barrier function (Harada et al., 1997;
Kobayashi et al., 2002; Johansson et al., 2009). Mucus accumula-
tion in airways is a protective reaction to inflammation and
injury. FcgBP1 cells first appear in highly proliferative Z4. Thus,
a history of many cell divisions and replicative senescence may
underlie the appearance of metaplastic FcgBP1 cells. The find-
ing that few and dormant HBCs remain in the metaplastic
patches supports this hypothesis. However, we find that HBC

Figure 10. Quiescent HBCs in Z4 patches and HBC activation in old mice. A–F,
Immunofluorescence analyses of control mice 6 d after three I–R cycles. A–B9, pS6 (ma-
genta) and ICAM1 (green) analysis of a Z4 patch (A, A9) and adjacent Z4 OE (B, B9). Boxed
regions in A and B are magnified and resampled in A9 and B9. C, D, Lack of Ki67 (magenta)
in Krt51 (green) HBCs in a Z4 patch (C) while Ki671/Krt51 double-positive HBCs are found
in adjacent Z4 OE (D). E, F, IP3R31 HBCs (arrowheads) in both a Z4 patch and Z4 OE after
three I–R cycles. G, Krt19 (magenta) in metaplastic ciliated respiratory cells in a Z1 patch of
an 18-month-old control mouse. H, Immunofluorescence for FcgBP (green) in metaplastic
secretory cells in a Z4 patch of an 18-month-old control mouse. I, Schematic illustration of
the distribution of patches in OE hemisections of three different 18-month-old control mice
is shown. J–L, Quantification of cell numbers in OE of 1- (open bars), 4- (gray bars), and 18-
month-old (black bars) control mice is shown. J, The total number of Krt51 HBCs. K, L, The
total number of Ki671 cells (K) and the percentage of Ki671 HBCs of the total number of
Ki671 cells (Ki67Tot; L). M, N, An increase in the number of ICAM11 HBCs (green) that are
also positive for pS6 (magenta, arrows) in 4-month-old compared with 18-month-old con-
trols. O–R, Induction of IP3R3 (magenta) in HBCs and change from a flat to a rounded cellu-
lar morphology of HBCs in control mice between 4 months (O, Q) and 18months (P, R) of
age. Graphs show data from N= 3 mice and n= 8 hemisections per mouse. Error bars repre-
sent the mean6 SEM. Two-tailed Student’s t test: n.s. nonsignificant, **p, 0.01,
***p, 0.001. Scale bars, 25mm.
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increased proliferation equally in Z2 and Z4. Thus, many HBC
cell divisions per se do not fully explain why FcgBP1 metaplasia
first appears in Z4. The results herein suggest that rapid differen-
tiation, high cell turnover, and minimum lineage amplification
via dividing GBCs distinguishes Z4 from Z2. Moreover, in Z4 we
find a relatively low level of p63, which cell-autonomously
represses HBC differentiation (Fletcher et al., 2011). That the Z4
stem cell niche first becomes exhausted may thus be due to the
combination of a high HBC proliferation and low p63 that biases
activated Z4 HBCs toward differentiating rather than symmetric
renewing divisions.

In contrast to the response in Z4, a distinct type of age-related
metaplasia with ciliated respiratory cells already appears in Z1 af-
ter one I–R cycle in normal mice. The regenerative capacity of
Z1 HBCs is thus lower than in other zones. This response is con-
sistent with previous results from examinations of histologic sec-
tions of injury-induced, as well as age-related, lesions showing
that ciliated respiratory-like cells first appear dorsomedially (Loo
et al., 1996; Genter and Ali, 1998; Kondo et al., 2009). Genetic
cell linage tracing experiments have shown that ciliated respira-
tory cells in OE are derived from HBC cells (Xie et al., 2013;
Child et al., 2018). We show that the ciliated respiratory cell type
is FoxJ11 and that these metaplastic patches do not harbor other
respiratory cell types.

A striking observation is that neurogenesis and regeneration
proceed more efficiently in Z1 at subphysiological RA levels,
which is inverse to the situation in Z4. Specifically, in Z1, but not
in Z4, increased CYP26B1 in OSNs increases neurogenesis in
OSNs and inhibits the metaplastic response following initial I–R
cycles. We find that fewer Z1 HBCs are activated to proliferate in
response to injury and show a low contribution to the total num-
ber of proliferating cells. Instead, neurogenesis and regeneration
of Z1 appear to rely more on an RA-sensitive phase that com-
prises amplification of OSN numbers through GBCs rather than
HBCs.

Our results suggest that cell types derived from HBCs (i.e.,
RALDH11 SUS cells and CYP26B11 OSNs) largely regulate
RA bioavailability in the adult stem cell niche. RA-regulated
homeostasis in OE is thus akin to that of some other stem cell
niches for which feedback signals from differentiated progeny
to their parent stem cells are key homeostatic niche regulators
(Hsu and Fuchs, 2012). Epithelial metaplasia is generally con-
sidered as an adaptive process resulting from the transforma-
tion of one type of epithelium into another type to mitigate
the effects of chronic injury (Herfs et al., 2009). An interesting
question then becomes how a metaplastic state is maintained.
We show that RALDH� SUS cells in Z1 are replaced with
RALDH1-ciliated RE cells, while the scenario in Z4 is the
reverse, with a change from RALDH1 SUS to RALDH� secre-
tory RE cells. These cell type replacements, and thus switch in
local RA production, may serve to maintain metaplasia and
thereby ensure a barrier when the OE stem cell niche is ex-
hausted. We here have found that Krt51 RE basal cells also
express IP3R3, although in a constitutive manner. The state of
HBCs after activation thus bears resemblance to that of RE
stem cells with regard to IP3R3 expression and the capacity to
generate RE cell types. Thus, the consequences to OSNs of, for
example, repeated toxic exposures, infectious insults, or
chronic inflammatory rhinitis may over time interfere with
inter-stem cell niche regulation. Disturbed inter-stem cell
niche regulation may lead to reprogramming of HBCs toward
respiratory cell fates or changed lineage segregation of Krt51

basal cell subpopulations, the latter of which is shown to occur

for different RE lineages following injury (Pardo-Saganta et
al., 2015).

Our study demonstrates the role of the neural activity-regu-
lated gene CYP26B1 as an important spatial stem cell regulator
in a neuroepithelium where changes in RA influence age-related
tissue pathology. Combined, our data suggest that RA serves to
delay olfactory stem cell aging. RA homeostasis in the adult
human brain is regulated by CYP26B1 (Stoney et al., 2016).
Whether CYP26B11 neurons regulate dormant stem/progenitor
cells after CNS injury or at old age by mechanisms similar to
those suggested in the present study is an interesting question for
future investigations.
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