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A B S T R A C T

Heme oxygenase (HO)-1, a stress-inducible enzyme that converts heme into carbon monoxide (CO), iron and
biliverdin, exerts important anti-inflammatory effects in activated macrophages. HO-1 expression is mainly
governed by a mutual interplay between the transcriptional factor NRF2 and the nuclear repressor BTB and CNC
homology 1 (BACH1), a heme sensor protein. In the current study we hypothesized that alterations in the levels
of intracellular labile heme in macrophages stimulated by lipopolysaccharide (LPS), a prototypical pro-in-
flammatory Toll-like receptor (TLR)4 agonist, are responsible for BACH1-dependent HO-1 expression. To this
end, labile heme was determined in both mouse bone marrow-derived macrophages (mBMDMs) and human
monocyte-derived macrophages (hMDMs) using an apo-horseradish peroxidase-based assay. We found that LPS
raised the levels of labile heme, depressed BACH1 protein and up-regulated HO-1 in mBMDMs. In contrast, in
hMDMs LPS decreased labile heme levels while increasing BACH1 expression and down-regulating HO-1. These
effects were abolished by the TLR4 antagonist TAK-242, suggesting that TLR4 activation triggers the signaling
cascade leading to changes in the labile heme pool. Studies using mBMDMs from BACH1−/− and NRF2−/−
mice revealed that regulation of HO-1 and levels of labile heme after LPS stimulation are strictly dependent on
BACH1, but not NRF2. A strong interplay between BACH1-mediated HO-1 expression and intracellular levels of
labile heme was also confirmed in hMDMs with siRNA knockdown studies and following inhibition of de novo
heme synthesis with succinylacetone. Finally, CORM-401, a compound that liberates CO, counteracted LPS-
dependent down-regulation of HO-1 and restored levels of labile heme in hMDMs. In conclusion, alterations of
labile heme levels in macrophages following TLR4 stimulation play a crucial role in BACH1-mediated regulation
of HO-1 expression.

1. Introduction

Heme oxygenase (HO) catalyzes the first and rate-limiting enzy-
matic step of heme degradation to produce carbon monoxide (CO), iron
and biliverdin, which is converted into bilirubin via biliverdin re-
ductase [1–4]. HO-1, the inducible isoform of HO, provides antioxidant
protection and exerts major immuno-modulatory functions in macro-
phages by promoting anti-inflammatory effects [4,5]. For example,
earlier work has demonstrated an increased susceptibility of HO-1
knockout mice to inflammation and that HO-1 controls interferon-β
production in a conditional knockout mouse model lacking HO-1 in
myeloid cells [6–8]. In addition, the HO-1 pathway is regulated via the

anti-inflammatory mediator interleukin (IL)-10 [9], and also inhibits
the generation of pro-inflammatory markers such as TNF-α and IL-1β
[6,10]. Importantly, specific interactions of HO-1 with its substrate
heme appear to be critical for differentiation and inflammatory acti-
vation of macrophages [11–14].

HO-1 is up-regulated by heme and numerous stress stimuli. Its ex-
pression is governed by a complex network of signaling cascades and
transcriptional regulators including BTB and CNC homology 1 (BACH1)
and NRF2, which act as repressor and activator of the HO-1 gene, re-
spectively [5,15]. In particular, BACH1 is a heme sensor protein that
loses its repressing activity following increased intracellular heme le-
vels and heme binding. Furthermore, high levels of heme induce
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degradation of BACH1 [16–18]. It is known that HO-1 expression by the
prototypical pro-inflammatory activator lipopolysaccharide (LPS), a
Toll-like receptor (TLR)4 activator, is regulated in coordination with
BACH1 in human macrophages [19,20]. Although the underlying me-
chanisms of this pathway are largely unknown, the crucial role of heme
in the modulation of BACH1 suggests it could also be a central factor
that determines BACH1/HO-1 regulation in inflammation.

The intracellular heme pool can be principally categorized into
fractions of exchange-inert heme and labile heme [21–23]. In contrast
to exchange-inert heme, which is covalently or non-covalently bound to
hemoproteins (eg. cytochrome c and myoglobin), labile heme is redox-
active heme that is loosely bound to proteins other than hemoproteins
[22,24]. Notably, endogenous heme from the labile heme pool can be
rapidly mobilized for signaling and other heme-dependent cellular
processes and, thus, has also been designated regulatory heme
[21,23,25,26]. Increased levels of heme in the circulation, due to he-
molysis or tissue damage, have also been proposed to exert signaling
functions by binding to pattern recognition receptors such as TLR4 in
macrophages and inducing an adaptive immune response [27,28].
Conversely, whether TLR4 activation by inflammatory stimuli affects
the homeostasis of intracellular heme has not been examined.

Here, we hypothesized that stimulation with LPS is accompanied by
changes of the intracellular labile heme pool in macrophages resulting
in modulation of BACH1 and HO-1. To address this possibility, we
utilized cell culture models of murine bone marrow-derived macro-
phages (mBMDMs) and primary human monocyte-derived macro-
phages (hMDMs) exposed to LPS, quantified labile heme using an apo-
horseradish peroxidase (apo-HRP)-based enzymatic assay and de-
termined the expression of HO-1, BACH1 and NRF2. Our data demon-
strate that dynamic regulation of the labile heme pool is critically in-
volved in BACH1-dependent HO-1 expression in LPS-stimulated
primary mouse and human macrophages.

2. Materials and methods

2.1. Materials

Human sera, penicillin-streptomycin, L-glutamine, and phosphate-
buffered saline (PBS) were purchased from C.C.Pro GmbH (Oberdorla,
Thuringia, Germany). RPMI-1640 was purchased from PAN-Biotech
(Aidenbach, Passau, Germany) and accutase from Capricon Scientific
(Ebsdorfergrund, Hesse, Germany). TAK-242 (CLI-09510), LPS
(Escherichia coli 0111:B4), lipotechoic acid (LTA) (Staphylococcus
aureus) was purchased from Invivogen (San Diego, CA, USA). Heme
solution was prepared with hemin (H651-9) from Frontier Scientific
(Logan, UT, USA), as described previously [29]. All other materials and
reagents were obtained from Sigma-Aldrich (St. Louis, MO, USA) or
Thermo Fischer Scientific (Waltham, MA, USA), unless otherwise in-
dicated. CORM-401 and iCORM-401 were prepared as previously de-
scribed [30].

2.2. Animals

BACH1−/− and NRF2−/− mice were of a C57BL/6J background.
NRF2−/− mice, originally developed by Professor M. Yamamoto [31],
were obtained from RIKEN BRC (Tsukuba, Japan) and bred with wild-
type (WT) littermates (NRF2+/+). Mice were kept as previously de-
scribed [32]. Approval for all experiments was given by the local an-
imal protection committee (33.12-42502-04-14/1657). The German
guidelines are in accordance with NIH guidelines for animal welfare.

2.3. Cell isolation and culture

Cell cultures were maintained under air/CO2 (19:1) at 100% hu-
midity. Human peripheral blood mononuclear cells (PBMCs) were iso-
lated from healthy donors as previously described [20]. Isolated PBMCs

were plated at a seeding density of 50 x 10ˆ6 cells in 10-cm polystyrene
dishes (Greiner Bio-One, Frickenhausen, Germany) containing RPMI-
1640 medium supplemented with 10% human serum. Media was
changed on day 3 to remove non-adherent cells. On day 4 the differ-
entiated macrophages were detached and seeded in 6- or 12-well plates
for further experiments. mBMDMs were prepared from femurs and ti-
bias of male C57BL/6J mice, as previously described [32]. The murine
cell line RAW 264.7 was from American Type Culture Collection
(Manassas, VA, USA) and cultured as described previously [33].
Treatment of cells with LPS (1 μg/ml), LTA (5 μg/ml), heme (10 μM),
succinylacetone (SA; 1mM), TAK-242 (10 μg/ml), iCORM-401 (50 μM),
and CORM-401 (50 μM), was performed in 1% sera conditions.

2.4. Quantitative real-time RT-PCR

Total RNA isolation, cDNA synthesis and RT-PCR along with the
calculation for relative gene expression were performed as described
previously [20]. Amplification was performed with pre-designed pri-
mers listed in Table 1.

2.5. Western blot analysis

Western blotting was performed as previously described [20]. The
primary antibodies (Abs) against BACH1, NRF2, and COX-2 (Abcam,
Cambridge, UK) were used at a dilution of 1:1000. The primary Abs
against HO-1 (Enzo Life Sciences, Farmingdale, NY, USA) and GAPDH
(Santa Cruz Biotechnology, Dallas, TX, USA) were used at a dilution of
1:2000. Secondary Abs, polyclonal goat anti-rabbit IgG horseradish
peroxidase (HRP) and polyclonal rabbit anti-mouse IgG HRP (Dako,
Jena, Germany) were used at a dilution of 1:10,000. The clarity ECL
chemiluminescent substrate (BioRad, Basel, Switzerland) was used for
detection according to the manufacturer's instructions. Chemilumines-
cent bands on autoradiograms were visualized in ChemiDocTM Touch
Imaging System (Bio-Rad, Basel, Switzerland) and quantified using the
ImageJ1.47v Gel Analysis program.

2.6. Immunofluorescence

Immunofluorescence staining was performed on hMDMs plated on
coverslips in 12-well plates. After stimulation for 3 h, cells were washed
once with PBS and fixed with 2% paraformaldehyde for 10min at room
temperature (RT). Cells were further permeabilized using 0.5% Triton
X-100 for 5min followed by blocking with 1% bovine serum albumin in
PBS for 30min at RT. Coverslips were incubated with primary Abs
against BACH1 (Clone: 11D11C25; Biolegend, Koblenz, Germany) and
NRF2 (sc13032, H-300; Santa Cruz Biotechnology, Dallas, TX, USA) at a
dilution of 1:500 in PBS for 1 h at RT. Coverslips were then washed and
incubated to secondary Abs conjugated with Alexa Fluor™ 488
(Invitrogen, Darmstadt, Germany) at a dilution of 1:800 in PBS for
1 h at RT. For visualization of nuclei, the cells were incubated with 4’,6-
diamidino-2-phenylindole (DAPI) (Invitrogen, Darmstadt, Germany) at

Table 1
List of primers used for TaqMan StepOnePlus Real-Time PCR System.

Gene of Interest Species Primer name

HO-1 Human Hs01110250_m1_HMOX1
COX-2 Human Hs00153133_m1_PTGS2
TNF-α Human Hs01113624_g1_TNF
NQO1 Human Hs00168547_m1_GAPDH
GAPDH Human Hs02758991_g1_GAPDH
HO-1 Mouse Mm00516005_m1_HMOX1
BACH1 Mouse Mm01344527_m1_Bach1
NRF2 Mouse Mm00477784_m1_Nfe2l2
NQO1 Mouse Mm01253561_m1_NQO1
GAPDH Mouse Mm99999915_g1_Gapdh
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a dilution of 1:1000 in PBS for 5min followed by mounting with
Mowiol-488. All images were acquired with an Olympus 1X81 fluor-
escence microscope equipped with an Olympus MT10 camera. Images
were analyzed using the ImageJ1.47v Gel Analysis program. The
fluorescence intensity of the nucleus was measured and the following
equation was used to calculate cell fluorescence: integrated density -
(area of field x mean fluorescence of background). The average fluor-
escent intensity values from three independent experiments are re-
presented as arbitrary units.

2.7. Knockdown experiments

hMDMs were transfected in 6-well plates with 100 nM of BACH1
siRNA (ID: n259057) or HO-1 siRNA ID: s194530 purchased from
Thermo Fischer Scientific, and control siRNA (Pre-designed validated
AllStars Negative Control siRNA, Qiagen, Venlo, Netherlands) using
ScreenFect A-plus transfection reagent (Incella, Eggenstein-
Leopoldshafen, Germany) as previously described [34]. Cells were
harvested 48 h after transfection and knockdown was verified by
Western blot.

2.8. Apo-horseradish peroxidase-based (apo-HRP) assay for determination
of labile heme

Intracellular levels of labile heme were determined with a method
based on the reconstitution of apo-HRP as described previously [26].
Briefly, 10 μg of protein from each sample was added to the required
amount of PBS to get an initial volume of 50 μL. From a 5 nM heme
stock solution, a heme standard curve of the following concentrations of
0.25, 0.5, 1, 1.5, 2.0 and 2.5 nM for a reaction volume of 100 μL was
calculated and prepared initially in 50 μL. Next, 50 μL of 150 nM apo-
HRP (APO-HRP4C; BBI Solution, Gwent, UK), was added to all the
samples and standards. The reconstitution reaction was carried out in a
96-well plate for 10min at 4 °C. Following incubation, 10 μl of each
reaction was transferred to a new 96 well plate. The holo-HRP activity
of the samples and standards were recorded by adding 200 μl of TMB
substrate (KEM-EN-TEC Diagnostics, Copenhagen, Denmark) and mea-
suring the absorbance at 652 nm kinetically for 2min on a BioTek Sy-
nergy 2 plate reader. Unknown labile heme concentrations in the cell
lysate calculated from the linear regression analysis of the heme stan-
dard curve were expressed as percentage changes in relation to the
labile heme levels in control unstimulated cells, which was taken as
100%.

2.9. Statistical analysis

Each result is a representative of at least three independent ex-
periments. Statistical analysis was performed by Student's t-test or One-
way ANOVA with post Bonferroni's test using GraphPad Prism 5 soft-
ware. The data are represented as mean ± SD.

3. Results

3.1. Regulation of BACH1 and HO-1 by LPS correlates with alterations of
the intracellular labile heme levels in mouse macrophages

It has previously been shown that monocytes [19] and macrophages
[20] stimulated with LPS exhibit changes in BACH1 and HO-1 expres-
sion. To investigate whether and how the interplay of the heme sensor
protein BACH1 with the master regulator of the antioxidant response,
NRF2, may mediate HO-1 regulation in inflammatory macrophages, we
utilized primary mBMDMs from WT C57BL/6J mice. In accordance
with previous findings [32], stimulation with LPS caused a time-de-
pendent up-regulation of HO-1 mRNA levels in mBMDMs (Fig. 1A). A
comparative study on the effects of LPS and the prototypical HO-1 in-
ducer heme revealed that both stimuli up-regulated HO-1 protein

expression after 3 h (Fig. 1B). HO-1 induction was accompanied by
down-regulation of BACH1 and concurrent up-regulation of NRF2
(Fig. 1B). In contrast, the pro-inflammatory inducible gene COX-2,
which is not regulated by NRF2 and BACH1, was induced by LPS, but
not by heme (Fig. 1B). Notably, up-regulation of NRF2 expression also
correlated with induction of the classical NRF2-target gene, NQO1,
which was also up-regulated by both LPS and heme stimulation
(Fig. 1C).

Because BACH1 is known to be degraded in the presence of high
levels of heme [16,35], we hypothesized that changes of the in-
tracellular labile heme pool in response to LPS might regulate BACH1
and HO-1 in inflammatory macrophages. To assess this idea, we utilized
an apo-HRP assay, which has previously been applied to measure in-
tracellular labile heme [26]. Levels of labile heme were up-regulated in
mBMDMs stimulated with LPS (Fig. 1D). As a control, treatment of cell
cultures with exogenous heme led to increased levels of labile heme
(data not shown). Taken together, these results indicate that labile
heme levels and BACH1 are inversely regulated upon LPS stimulation in
mouse macrophages.

3.2. LPS-dependent regulation of labile heme levels and HO−1 expression
is abrogated in BACH1−/−, but not in NRF2−/− mBMDMs

To further evaluate the functional role of BACH1 in regulating HO-1
expression and the labile heme pool in LPS-stimulated macrophages, we
performed studies in mBMDMs from BACH1−/− mice. Interestingly,
expression of HO-1 and NRF2 (Fig. 2A) as well as levels of labile heme
(Fig. 2B) in BACH1−/− mBMDMs were significantly higher under
basal conditions in comparison to WT mBMDMs. In addition, in
BACH1−/− mBMDMs, LPS failed to further increase HO-1 expression
(Fig. 2A) and labile heme levels (Fig. -2B). In line with these results, the
heme-dependent regulation of HO-1 and NRF2 was blunted (Fig. 2A).
We compared these effects to those of mBMDMs from NRF2−/− mice.
Notably, HO-1 and labile heme levels were down-regulated and BACH1
protein expression was increased under basal conditions in NRF2−/−
mBMDMs compared to WT mBMDMs (Fig. 2C and D). Moreover, in
NRF2−/− mBMDMs, LPS was still able to induce HO-1 and raise in-
tracellular labile heme levels, similar to the regulatory pattern in WT
mBMDMs (Fig. 2C and D) indicating that down-regulation of BACH1 is
sufficient for the induction of HO-1. Likewise, both HO-1 and BACH1
were similarly regulated in NRF2−/− and WT mBMDMs upon treat-
ment with exogenous heme (Fig. 2C). Independently, stimulation with
the TLR2 agonist LTA induced a response similar to LPS in WT and
NRF2−/− mBMDMs with decreased BACH1 and increased HO-1 pro-
tein levels (Fig. 2C). In summary, these data indicate that absence of
BACH1 affects the homeostasis of intracellular labile heme levels in
macrophages with consequent effects on HO-1 regulation. Moreover,
NRF2 and BACH1 expression appear to be mutually dependent on each
other.

3.3. Regulation of labile heme and BACH1, but not NRF2, correlates with
the LPS-dependent regulation of HO-1 in human macrophages

In our previous work [20] we have shown that LPS-stimulation of
human macrophages leads to down-regulation of HO-1 expression and
increased expression of BACH1, a finding that we replicate in the pre-
sent study (Fig. 3A and B). These results are the opposite of those ob-
tained in mouse macrophages; thus, we utilized the human model to
further elucidate the role of BACH1, labile heme and NRF2 in the
regulation of HO-1. If our hypothesis were correct, we would expect to
find that labile heme levels are decreased by LPS. Indeed, con-
comitantly with down-regulation of HO-1 and induction of BACH1
(Fig. 3B), we found markedly lower labile heme after LPS treatment
(Fig. 3C). Noteworthy, the decrease in HO-1 expression was observed
despite induction of NRF2 (Fig. 3B). As in mouse macrophages, NRF2
activation in human cells resulted in up-regulation of NQO1 (Fig. 3D).
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Immunofluorescence analysis confirmed that LPS stimulation increased
nuclear staining of both BACH1 and NRF2 (Fig. 3E) while stimulation
with heme decreased the nuclear staining of BACH1 (Fig. 3E). Together
with the data on mouse macrophages, these results strongly indicate
that changes in labile heme and BACH1 expression, rather than NRF2
activation, dictate whether HO-1 is up-regulated or down-regulated
during an inflammatory response in macrophages.

3.4. Pharmacological inhibition of TLR4 by TAK-242 abrogates LPS-
dependent regulation of HO-1, BACH1, and labile heme levels

To investigate whether activation of TLR4 is directly implicated in
the regulation of HO-1 and intracellular levels of labile heme, we ex-
amined the effect of the pharmacological TLR4 antagonist TAK-242 in
hMDMs treated with LPS. In control experiments we confirmed the
expected action of TAK-242 by showing that the compound abrogated
LPS-dependent TNF-α overexpression (Fig. 4A). Interestingly, TAK-242
also reversed the LPS-mediated down-regulation of HO-1 (Fig. 4B) and
labile heme levels (Fig. 4C) as well as the increase in BACH1 and COX-2
expression (Fig. 4B). Conversely, TAK-242 did not significantly affect
the induction of HO-1 or down-regulation of BACH1 elicited by heme
(Fig. 4B). Of note, the LPS and heme-mediated induction of NRF2 was
not affected by pretreatment with TAK-242 (Fig. 4B). In conclusion,
these results indicate that changes in HO-1 and labile heme levels in
response to LPS are a consequence of TLR4 activation.

3.5. BACH1 controls HO-1 expression, and labile heme levels in hMDMs

To further understand the functional interplay between BACH1 and
labile heme levels, we performed a set of studies in cultured hMDMs, in
which BACH1 was silenced via siRNA-mediated knockdown. As shown

in Fig. 5A and B, lack of BACH1 resulted in higher HO-1 expression and
increased intracellular levels of labile heme compared to control cells.
Remarkably, HO-1 induction in BACH1-silenced macrophages was not
mediated by NRF2, because induction of this transcription factor was
not observed under these conditions. To further investigate the func-
tional interaction of HO-1 with the intracellular labile heme pool, we
also silenced HO-1 expression via siRNA-mediated knockdown in
hMDMs. Knockdown of HO-1 (Fig. 5C) caused a significant decrease of
intracellular levels of labile heme (Fig. 5D) and, a marked up-regulation
of BACH1 without significantly affecting NRF2 (Fig. 5C). In summary,
these findings indicate that BACH1 is crucial for the control of the labile
heme pool in human macrophages, because a lower BACH1 protein is
associated with higher labile heme despite increased HO-1 expression.
In contrast, HO-1 knockdown is accompanied by enhanced BACH1 and
significant reduction in labile heme. These results also suggest that the
HO-1 pathway exerts an inhibitory action on BACH1 expression.

3.6. CO counters the effects of LPS on HO-1, BACH1, and labile heme levels

CO is known to interact with heme [36–38] and could be the HO-
derived product that affects the expression of BACH1 protein. To in-
vestigate this possibility, the CO-releasing compound CORM-401 was
applied to hMDMs and the levels of HO-1, BACH1, NRF2, and labile
heme were measured. Interestingly, treatment with CORM-401 alone
up-regulated HO-1, markedly down-regulated BACH1 below basal le-
vels and caused a rise in labile heme (Fig. 6A and B). CORM-401 also
increased NRF2 expression in hMDMs (Fig. 6A). These effects were
much less pronounced when inactive CORM-401 (iCORM-401), which
is depleted of CO, was used as a negative control. Because CO has been
shown to regulate the inflammatory response in macrophages, we also
examined if it changed the behavior of cells in the presence of LPS.

Fig. 1. Regulation of HO-1, BACH1, NRF2, and labile heme levels in mBMDMs stimulated with LPS. (A) mBMDMs were treated with LPS (1 μg/ml) for the
indicated times and analyzed for HO-1 gene expression by RT-PCR. The house keeping gene GAPDH was used for normalization and the respective ΔΔCT values are
shown (n=3). (B–C) mBMDMs were treated for 3 h with LPS or heme (10 μM), as indicated. (B) Total cell lysates were subjected to Western blot analyses and
sequentially probed with antibodies against HO-1, BACH1, NRF2, COX-2, and GAPDH. A representative immunoblot and densitometric protein quantification of the
indicated proteins normalized to GAPDH are shown (n=6). (C) RNA isolated was analyzed for NQO1 gene expression by RT-PCR. The house-keeping gene GAPDH
was used for normalization and the respective ΔΔCT values are shown (n=3). (D) mBMDMs were treated with LPS for 3 h and labile heme was determined using the
apo-HRP assay as described in Materials and Methods. Total HRP activity in control unstimulated cells were taken as 100% and the relative changes in LPS-stimulated
cells are shown (n=3). Statistical significance of control versus treatment was determined by (A–C) One-way ANOVA with post Bonferroni's test and (D) Student's t-
test : *p < 0.05, **p < 0.01, ***p < 0.001. Ctrl, control; He, heme.
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Remarkably, CORM-401 reversed the LPS-dependent down-regulation
of HO-1 and the increase in BACH1 and further enhanced HO-1 ex-
pression in comparison to iCORM-401 (Fig. 6A). In addition, CORM-
401 completely prevented the LPS-mediated down-regulation of labile

heme levels, which were further increased, compared to CORM-401
alone (Fig. 6B). NRF2 was higher in the presence of CORM-401 or
LPS + CORM-401, and LPS-dependent COX-2 up-regulation was
markedly reduced upon treatment with CORM-401 (Fig. 6A). In

Fig. 2. Regulation of HO-1 expression, and labile
heme levels in mBMDMs from BACH1−/− and
NRF2−/− mice. (A–B) mBMDMs from wild-type (WT)
and BACH1−/− mice were left untreated or treated
with LPS (1 μg/ml) or heme (10 μM) for 3 h, as indicated.
(A) Representative immunoblot of WT and BACH1−/−
mice (upper panel) and densitometric protein quantifi-
cation (lower panel) of the indicated proteins normalized
to GAPDH are shown (n=3). (B) Holo-HRP activity as
an indicator of labile heme. Total HRP activity in WT
untreated mBMDMs was taken as 100% and the relative
changes in BACH1−/− mBMDMs are shown (n=3).
(C–D) mBMDMs from wild-type (WT) and NRF2−/−
mice were left untreated or treated with LPS (1 μg/ml),
LTA (5 μg/ml), or heme (10 μM) for 3 h, as indicated. (C)
Representative immunoblot of WT and NRF2−/− mice
(upper panel) and densitometric protein quantification
(lower panel) of the indicated proteins normalized to
GAPDH are shown (n= 3). (D) Holo-HRP activity as an
indicator of labile heme. Holo-HRP activity in WT un-
treated mBMDMs were taken as 100% and the relative
changes in NRF2−/− mBMDMs are shown (n=3).
Statistical significance was determined by One-way
ANOVA with post Bonferroni's test: untreated versus
treated, *p < 0.05, **p < 0.01, ***p < 0.001, WT
versus BACH1−/− or NRF2−/−; † p < 0.05, ††
p < 0.01. Ctrl, control; He, heme.
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conclusion, CO appears to counteract the effects of LPS in hMDMs via
modulation of BACH1 expression, and labile heme levels.

3.7. Effect of inhibition of heme synthesis via SA on regulation of HO-1,
BACH1, and labile heme in hMDMs

Inhibition of intracellular heme synthesis via the amino-levulinate
alanine synthase (ALAS) blocking compound SA has previously been
shown to regulate BACH1 expression in various cell lines [21,35].
Therefore, we also used SA to determine its effects on the labile heme
pool in hMDMs in the absence or presence of LPS. Levels of labile heme
in SA-treated hMDMs were markedly decreased under basal conditions
(Fig. 7A). Pretreatment with SA down-regulated the expression of HO-1
and up-regulated that of BACH1 and NRF2 (Fig. 7B). Interestingly, the
levels of labile heme, HO-1, BACH1 and NRF2 were not further changed
in SA-treated hMDMs after LPS stimulation (Fig. 7A and B). These data
indicate that newly synthesized heme contributes to the labile heme
pool in unstimulated hMDMs, and its inhibition by SA affects the basal
expression of HO-1, BACH1 and NRF2. Moreover, our results reveal that
LPS becomes unable to modify these factors once the labile heme pool
has been reduced by SA.

4. Discussion

Gene expression of HO-1 is governed by a complex network of
signaling cascades and transcriptional regulators but the processes in-
volved in controlling its expression during inflammation are poorly
established. In the current study we show that the intracellular labile
heme pool plays a critical regulatory role for BACH1-dependent HO-1
expression in LPS-stimulated macrophages.

In keeping with previous findings by us and others [19,20], we
corroborate in this study a counter-regulatory pattern of LPS-dependent
BACH 1 and HO-1 expression in human and mouse macrophages. We
attribute this peculiar response to the novel observation reported herein
showing that LPS exerts an opposing effect on intracellular labile heme:
in fact, heme levels are down-regulated in human macrophages re-
sulting in accumulation of BACH1 and consequent HO-1 repression
while the labile heme pool is raised in mouse cells leading to BACH1
disappearance and induction of HO-1. Why LPS causes a differential
fluctuation in labile heme in the two cell types is unclear at present but
our experiments using the TLR4 antagonist TAK-242 in human cells
point to activation of TLR4 as directly responsible for the changes in
heme levels as well as expressions of BACH1 and HO-1 (Fig. 8). We note
that a detailed study on TLR4-dependent gene regulation in human and
mouse macrophages has revealed extensive divergence in regulatory

Fig. 3. Regulation of HO-1, BACH1, NRF2, and labile heme levels in hMDMs stimulated with LPS. (A) hMDMs were treated with LPS (1 μg/ml) for the indicated
times and analyzed for HO-1 gene expression by RT-PCR. The house keeping gene GAPDH was used for normalization and the respective ΔΔCT values are shown
(n=3). (B) hMDMs were treated for 3 h with LPS, LTA (5 μg/ml), or heme (10 μM) as indicated. Total cell lysates were subjected to Western blot analyses and
sequentially probed with antibodies against HO-1, BACH1, NRF2, COX-2, and GAPDH. A representative immunoblot and densitometric values of the indicated
proteins normalized to GAPDH are shown (n= 6). (C) Holo-HRP activity as an indicator of labile heme. Total HRP activity in control unstimulated cells were taken as
100% and the relative changes in LPS-stimulated cells are shown (n=3). (D) hMDMs were treated for 3 h with LPS or heme (10 μM) and the RNA isolated was
analyzed for NQO1 gene expression by RT-PCR. The house-keeping gene GAPDH was used for normalization and the respective ΔΔCT values are shown (n= 3). (E)
hMDMs were treated with LPS or heme for 3 h and subjected to immunofluorescence analysis using Abs against BACH1 and NRF2 as described in Materials and
Methods. A representative image (Bar 20 μm) and the fluorescence intensity calculated from the images are shown as arbitrary units (n=3). Statistical significance
of control versus treatment was determined by One-way ANOVA with post Bonferroni's test: *p < 0.05, **p < 0.01, ***p < 0.001. Ctrl, control; He, heme.

K. Sudan, et al. Free Radical Biology and Medicine 137 (2019) 131–142

136



patterns of orthologue genes in these cells, which appear to be linked
with evolutionary-dependent structural differences in various gene
promoters [39]. Accordingly, a number of functionally relevant differ-
ences between the human and mouse HO-1 promoters have been

described, including a GT repeat in the proximal promoter region of the
human HO-1 gene [40–42]. Remarkably, iNOS regulation also exhibits
a different interspecies-specific expression pattern in murine and
human macrophages [43,44]. Interestingly, our data highlight that this

Fig. 4. Effect of the TLR4 antagonist TAK-242
on HO-1 regulation and labile heme levels in
LPS-treated hMDMs. (A–B) hMDMs were treated
with or without TAK-242 (10 μM) for 30 min
followed by LPS (1 μg/ml) or heme (10 μM) sti-
mulation for 3 h. (A) Total RNA isolated was
analyzed for the expression of TNF-α. The values
were normalized to the expression of GAPDH and
the respective ΔΔCT values are shown (n = 3).
(B) Total cell lysates were subjected to Western
blot analyses and sequentially probed with anti-
bodies against HO-1, BACH1, NRF2, COX-2, and
GAPDH. A representative immunoblot (upper
panel) and densitometric protein quantification
(lower panel) of the indicated proteins normal-
ized to GAPDH are shown (n = 3). (C) hMDMs
were treated with or without TAK-242 (10 μM)
for 30 min followed by LPS (1 μg/ml) for an ad-
ditional 3 h and assayed for labile heme levels.
Total HRP activity in control untreated cells were
taken as 100% and the relative changes in LPS
and LPS + TAK-242 treated cells are shown
(n = 3). Statistical significance was determined
by One-way ANOVA with post Bonferroni's test;
untreated versus treated: *p < 0.05, LPS versus
TAK-242 + LPS; † p < 0.05. †† p < 0.01. Ctrl,
control; He, heme.
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divergence is evident only under TLR4 activation conditions since HO-1
and BACH1 regulation following exposure to exogenous heme is iden-
tical in the two cell types and is not affected by TAK-242 in hMDMs.

The nuclear repressor BACH1 is known to control HO-1 expression
together with the transcriptional activator NRF2. The results of our

study show that HO-1 gene expression in LPS-stimulated macrophages
is primarily regulated via BACH1. This idea is supported by a series of
experimental evidence demonstrating that: 1) even though NRF2 is
activated by LPS in both human and mouse cells, HO-1 is decreased in
correlation with BACH1 accumulation in hMDMs but is induced in as-
sociation with BACH1 disappearance in mBMDMs; 2) in NRF2−/−
mBMDMs, LPS still elicits up-regulation of HO-1 together with de-
creases of BACH1 and 3) NQO1, a prototypical gene regulated by NRF2,
is equally augmented by LPS in human and mouse cells. Notably, our
current findings are in line with previous reports in which knockdown
of BACH1 in human keratinocytes was specific for HO-1 regulation,
whereas knockdown of NRF2 was associated with regulation of nu-
merous inducible antioxidant and detoxification genes [45,46].

A central issue in our study is the significance of changes in labile
heme levels in the macrophage response to inflammatory stimuli. In the
current study endogenous labile heme was quantified using an enzy-
matic apo-HRP assay previously described [21,26], which was specifi-
cally developed for detection of labile (or regulatory) heme [11,25,26].
In contrast to exchange-inert heme, which is primarily allocated to
hemoproteins, regulatory heme is only loosely bound to non-hemo-
proteins and can be readily mobilized for heme-dependent signaling
and synthesis of hemoproteins [22,47]. Our data demonstrate that le-
vels of labile heme are modulated in macrophages following LPS acti-
vation, suggesting a mobilization of loosely-bound heme that subse-
quently acts as a signal to regulate BACH1 and HO-1 expression. In
addition, levels of labile heme change also in unstimulated macro-
phages lacking either BACH1 or HO-1. It is intriguing to observe that in
the absence of BACH1, mouse and human (in which BACH1 was si-
lenced by siRNA) macrophages exhibit an increase in labile heme under
basal conditions. This effect is evident despite induction of HO-1, which
would be expected to degrade all excess heme available. Accordingly,
silencing of HO-1 in human cells is accompanied by a sharp decrease in
labile heme with marked overabundance of BACH1 protein. Thus, we
are tempted to postulate that the labile heme pool is not accessible to
HO for degradation, but serves as unique intracellular signal to regulate
BACH1 expression. Whether this is a consequence of a higher affinity
for or better access of BACH1 to labile heme compared to other heme
binding proteins remains an open question. Concerning the origin of
labile heme, our data using the inhibitor of ALAS SA indicate that newly
synthesized heme substantially contributes to the maintenance of this
regulatory heme pool.

It is important to note that regulation of intracellular labile heme
levels is not only governed by heme-degrading HOs and the heme-
synthesizing enzyme ALAS, but also by various heme-binding proteins
such as glutathione-S-transferases, heme-binding protein 23 and
GAPDH [24,47–50]. Based on our current findings it is conceivable that
upon inflammatory activation of macrophages, rapidly available heme
is mobilized from the intracellular labile heme pool to provide the
prosthetic group for the synthesis of various inducible hemoproteins
including COX-2, iNOS, and NADPH oxidase-2 (NOX2) [43,51,52]. A
minor fraction of so-called ‘free’ heme may also exist even under phy-
siological conditions as discussed by various authors [11,47,49].

Fig. 5. Effects of siRNA-mediated knockdown of BACH1 and HO-1 in
hMDMs. Knockdown of (A–B) BACH1 and (C–D) HO-1 was performed with a
siRNA-mediated approach in hMDMs as described in Materials and Methods. (A,
C) Western blot analyses after (A) BACH1 knockdown or (C) HO-1 knockdown.
A representative immunoblot (upper panel) and densitometric protein quanti-
fication (lower panel) of the indicated proteins normalized to GAPDH are
shown (n= 3). (B, D) Holo-HRP activity as an indicator of labile heme. Holo-
HRP activity in control untransfected macrophages were taken as 100% and the
relative changes in siRNA transfected macrophages are shown (n=5).
Statistical significance was determined by One-way ANOVA with post
Bonferroni's test; untreated (−) versus treated (+): *p < 0.05, **p < 0.01,
***p < 0.001. Control-si, control siRNA with no known targets; Bach1-si,
siRNA against BACH1; HO-1-si, siRNA against HO-1.
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However, because ‘free’ heme can be cytotoxic via the generation ex-
cess reactive oxygen species (ROS), this issue is controversially dis-
cussed. For example, in macrophages high concentrations of heme have
been shown to cause necrotic cell death and heme has recently also
been proposed to be an alarmin [28,53]. Our finding that HO-1 reg-
ulation by exogenous heme was not blocked by the pharmacological
TLR4 inhibitor TAK-242 in hMDMs suggests that TLR4-independent
pathways may also be involved in mediating heme-dependent effects in
macrophages, which adds to the on-going discussion on the potential
mechanisms of heme signaling [27,54,55].

The data presented here support a dynamic and complex interplay
among labile heme, BACH1 and HO-1. It appears also that metabolites
of heme degradation may participate in the mechanistic regulation of
the various factors examined. Our results point to the possibility that
the HO-1 pathway restricts BACH1 protein since its silencing enhances
the levels of this repressor and the HO-1 product CO, released from
CORM-401, led to significant inhibition of BACH1 in unstimulated and
LPS-challenged cells. In addition, CORM-401 not only counteracted, but

even over-compensated LPS-dependent down-regulation of HO-1 gene
expression in hMDM. These effects are likely dependent on increased
mobilization of labile heme observed after treatment with CO.
Interestingly, enhanced cytosolic and nuclear labile heme mobilization
has been reported also in Saccharomyces cerevisiae after exposure to the
gaseous molecule NO [23]. Clearly, further experimental studies are
required for a better understanding of the molecular mechanisms that
are implicated in the interaction of CO, labile heme and BACH1 in
macrophages.

Macrophages are key regulators of immune homeostasis and in-
flammatory responses [56,57]. They exhibit phenotypical alterations
ranging from inflammatory (also called M1) to anti-inflammatory (M2)
macrophages as extremes of a continuous spectrum of activation in
inflammation [58,59]. Notably, up-regulation of HO-1 has been asso-
ciated with anti-inflammatory polarization of macrophages [60,61].
Thus, our current findings suggest that regulation of the cellular labile
heme pool is critically involved in macrophage polarization via BACH1-
dependent regulation of HO-1. Interestingly, loss of BACH1 in a mouse

Fig. 6. Effect of CORM-401 on LPS-dependent HO-1
regulation and labile heme levels in hMDMs. hMDMs
were treated with LPS (1 μg/ml), iCORM-401 (50 μM), or
CORM-401 (50 μM) as indicated. (A) Total cell lysates
were subjected to Western blot analyses and sequentially
probed with antibodies against HO-1, BACH1, NRF2,
COX-2, and GAPDH. A representative immunoblot (upper
panel) and densitometric protein quantification (lower
panel) of the indicated proteins normalized to GAPDH are
shown (n=3). (B) Holo-HRP activity as an indicator of
labile heme. Holo-HRP activity in control cells were taken
as 100% and the relative changes in treated cells are
shown (n= 3). Statistical significance was determined by
One-way ANOVA with post Bonferroni's test; untreated
(−) versus treated (+): *p < 0.05, **p < 0.01, iCORM-
401 (+) versus CORM-401 (+); †† p < 0.01, †††
p < 0.001.
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model of genetic BACH1 deficiency has previously been linked with M2
macrophage polarization in an in vivo model of colitis [62]. Moreover,
administration of liposome-packed exogenous heme has been shown to
provide protective therapeutic effects in a mouse model of myocardial
infarction via reversing the M1 phenotype of inflammatory macro-
phages into anti-inflammatory M2 macrophages [63] and similar ob-
servations have recently also been reported in a dextran sodium sulfate-
induced colitis model [64]. Finally, cellular levels of labile heme in
macrophages may also be affected by alterations of extracellular heme
in various in vivo situations such as hemolysis and/or tissue damage
[27,65,66].

In conclusion, changes in intracellular labile heme pool are central

to the modulation of the BACH1-HO-1 axis in inflammatory macro-
phages. These findings may not only help to better understand macro-
phage homeostasis during inflammatory responses, but may also direct
towards the development of novel strategies for targeted anti-in-
flammatory therapies based on controlled delivery of heme.
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Fig. 8. Schematic summary. The interplay of labile heme with HO-1 regula-
tion in LPS-treated macrophages as demonstrated in this study (see Discussion
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