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The cystic fibrosis transmembrane conductance regulator (CFTR) gene lies within a topo-
logically associated domain (TAD) in which multiple cis-regulatory elements (CREs) and
transcription factors (TFs) regulate its cell-specific expression. The CREs are recruited to
the gene promoter by a looping mechanism that depends upon both architectural pro-
teins and specific TFs. An siRNA screen to identify TFs coordinating CFTR expression in
airway epithelial cells suggested an activating role for BTB domain and CNC homolog 1
(BACH1). BACH1 is a ubiquitous master regulator of the cellular response to oxidative
stress. Here, we show that BACH1 may have a dual effect on CFTR expression by direct
occupancy of CREs at physiological oxygen (∼8%), while indirectly modulating expres-
sion under conditions of oxidative stress. Hence BACH1, can activate or repress the
same gene, to fine tune expression in response to environmental cues such as cell
stress. Furthermore, our 4C-seq data suggest that BACH1 can also directly regulate
CFTR gene expression by modulating locus architecture through occupancy at known
enhancers and structural elements, and depletion of BACH1 alters the higher order chro-
matin structure.

Introduction
Misregulation of the mechanisms controlling gene expression may underlie many diseases.
Accordingly, the identification of transcription factors (TFs) involved in key cellular processes may
reveal therapeutic targets. Our focus is the transcriptional networks of human epithelial cells [1–3],
which may be impaired in diseases of the lung and digestive system, among other tissues. One such
disease is the life-limiting inherited disorder cystic fibrosis (CF), which is caused by mutations in the
cystic fibrosis transmembrane conductance regulator (CFTR) gene. The CFTR locus is organized
within a topologically associated domain (TAD) flanked by sites of CTCF and cohesin occupancy at
−80.1 kb upstream and +48.9 kb downstream of the coding region of the gene [4–6]. Within this
TAD, specific cis-regulatory elements (CREs) play critical roles by facilitating the recruitment of acti-
vating factors to the CFTR promoter, which in turn initiates cell-type-selective gene expression. In
CFTR-expressing airway epithelial cell types, the intergenic CREs at −35 kb and −44 kb with respect
to the transcription start site (TSS) are critical cell-type-selective enhancers [7] and their activity is
likely dependent on a structural element at −20.9 kb [7,8]. The −35 kb CRE recruits key TFs [9] and
also mediates looping between the CFTR promoter and the −80.1 TAD boundary [7]. In contrast, the
−44 kb CRE may be stress responsive and harbors an antioxidant response element (ARE) at which
the BTB and CNC homology 1, basic leucine zipper (BACH1) is bound along with v-Maf avian mus-
culoaponeurotic fibrosarcoma oncogene homolog K (MafK), which together repress CFTR. Upon
stimulation by sulforaphane, nuclear factor, erythroid 2-like 2 (NFE2L2 or NRF2) translocates into the
nucleus, where it displaces BACH1 thus activating CFTR [10].
However, despite its repressive role at this site, in a replicated siRNA screen targeting ∼1500 TFs in

airway epithelial cells [2], BACH1 was identified as a CFTR activating factor, since its depletion
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caused a >1.6 fold reduction in CFTR mRNA levels. The observation that one TF may have opposite functions
at different CREs is not unexpected and has been documented previously [11–13]. Moreover, a single TF can
function both directly and indirectly at the same locus, by the recruitment of different cofactors. BACH1 is a
ubiquitous master regulator of the oxidative stress response pathway [14]. Here, we determine how it impacts
the CFTR locus and also controls the transcriptome of airway epithelial cells.
BACH1 belongs to the Cap’n’Collar type of basic region leucine zipper TF family (CNC-bZip) and also has

BTB/POZ domains (broad complex, tram track, bric-a-brac/poxvirus and zinc finger) at the N-terminus.
BACH factors bind to small Maf (sMaf) proteins and repress transcription by binding to the Maf recognition
elements (MAREs) in genes [15]. BACH1 also provides a critical sensor of heme levels in the cell and combats
oxidative stress, by repressing the heme oxygenase 1 (HMOX1) gene under physiological conditions. Upon
exposure to oxidative stress, BACH1 translocates into the cytoplasm, while NRF2 dissociates from its cytoplas-
mic inhibitor, Kelch-like ECH-associated protein 1 (KEAP1), enters the nucleus and binds to MAREs along
with small Maf proteins, thus activating its target stress response genes (reviewed in [14,16]). The NRF2/sMaf
heterodimers bind at sites similar to the MAREs, which are both classified as types of ARE, (reviewed in [17]).
BACH1 also directly regulates genes involved in the cell cycle, cell growth and proliferation, apoptosis and
signal transduction [18,19], and may have roles in angiogenesis [20,21] and cancer [19,22–26].
Oxidative stress in the airway, generated by the release of excessive reactive oxygen species (ROS), causes

lung damage in several diseases including asthma, chronic obstructive pulmonary disease (COPD) and lung
cancer [27]. BACH1 represses the glutamate-cysteine ligase modifier (GCLM) subunit and glutamate-cysteine
ligase catalytic (GCLC) subunit genes [18], which together encode the rate limiting glutathione (GSH) produ-
cing enzymes. GSH is the most abundant and important airway surface liquid antioxidant and is present at
much higher concentrations than in other tissues [28]. Homeostasis of GSH in the airway surface liquid may
alleviate the ROS induced damage evident in lung diseases including CF. Moreover, CFTR may function as one
of the cellular efflux pumps for GSH [29]. In contrast, oxidative stress alone decreases CFTR mRNA and
protein levels, apparently as an adaptive mechanism [30], while simultaneously up-regulating oxidative stress
response genes such as HMOX1 and GCLC. BACH1 may impact cellular responses to oxidative stress either by
direct occupancy of gene promoters or CREs or through indirect mechanisms recruiting other proteins and
TFs in its network. To determine the direct and indirect mechanisms of action of BACH1 genome wide in the
airway epithelium we undertook RNA-sequencing upon siRNA-mediated depletion of BACH1 and chromatin
immunoprecipitation with an antibody specific to BACH1 followed by deep sequencing (ChIP-seq), in two
airway cell lines. The results identified redox regulation and the cell cycle as the major pathways directly regu-
lated by BACH1. Furthermore, we identified the BACH1/NRF2 regulatory complex as pivotal in the protective
role conferred by CFTR during oxidative stress. Our data also provide direct evidence of a key contribution of
BACH1 and its interacting complex to higher order chromatin structure and looping, consistent with earlier
work [31].

Results
An siRNA screen identifies BACH1 as a potential CFTR activator in airway
epithelial cells
We previously described an siRNA screen for TFs that activate or repress CFTR expression in airway epithelial
cells using the Dharmacon siGENOME siRNA library for human TFs [2]. Among potential CFTR activators,
depletion of BACH1 was associated with a 2.12-fold reduction in normalized CFTR transcripts in Calu-3 cells.
BACH1 is expressed in both Calu-3 [32] and primary human bronchial epithelial (HBE) [33] cells. We first
validated the impact of BACH1 depletion on CFTR expression in Calu-3 cells using an siRNA from a different
source (Ambion) than the siRNA library. The efficacy of the siRNA was demonstrated at the RNA level by
RT-qPCR (Supplementary Figure S1A) and protein level by western blot with an antibody specific to BACH1
(Supplementary Figure S1B). CFTR expression in Calu-3 was reduced compared with negative control (NC)
siRNA validating the results of the initial siRNA screen at the protein level (Figure 1A). The identification of
BACH1 as an activator of CFTR in Calu-3 cells is in contrast with our earlier data in 16HBE14o− cells, where
we showed repression of CFTR by BACH1 recruitment to an airway-selective enhancer at −44 kb upstream of
the gene promoter. In 16HBE14o− cells, BACH1 normally occupies an ARE within this CRE, but is displaced
by NRF2 under conditions of oxidative stress, to activate CFTR expression [10]. The observation that BACH1
has opposite effects in a lung adenocarcinoma cell line (Calu-3) and immortalized bronchial epithelial cells
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(16HBE14o−) suggest a more complex role for this factor in regulating CFTR expression, possibly through both
direct and indirect mechanisms.

BACH1 depletion in Calu-3 cells, up-regulates genes involved in oxidative
stress response
Next, to determine the genome-wide functions of BACH1 in airway epithelial cells, we performed
RNA-sequencing (RNA-seq) after siRNA-mediated depletion of BACH1 compared with a NC siRNA in Calu-3
cells. RNA-seq data were analyzed by DESeq2 to obtain estimates of transcript expression levels. A subset (80)
of the most differentially expressed genes (DEGs), either up-regulated or down-regulated upon BACH1 deple-
tion, are shown in a heatmap (Figure 1B). The DEGs were filtered to include only those with more than
1.5-fold change in expression and an adjusted P-value of 0.01 and used to generate a volcano plot (Figure 1C)

Figure 1. Depletion of BACH1 increases expression of oxidative response genes and decreases CFTR protein

abundance.

(A) Western blot probed with antibodies specific to CFTR or BACH1 in Calu-3 cell lysates 72 h post-transfection with BACH1 or

NC siRNAs. (B) Heat map of RNA-seq data showing the 80 most differentially expressed genes upon BACH1 depletion, (key

genes are highlighted in green). (C) Volcano plot showing down (left) and up-regulated (right) genes with ≥1.5-fold change and

an adjusted P-value of ≤0.01 after BACH1 depletion. (D) Gene ontology analysis denoting the most significant molecular

functions (blue bars) and biological processes (black bars) by G:profiler [68] of the DEGs with a log2 fold change of >0.58 and

<−0.58 with base mean above 30.
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which validates BACH1 as one of the most down-regulated genes (also Supplementary Figure S1C). The
volcano plot also shows that BACH1 is primarily a repressor of gene expression, since many more genes are
up-regulated upon BACH1 depletion than are down-regulated (Supplementary Table S1). Furthermore, sup-
porting the known role of BACH1 in regulating the oxidative stress response [18] HMOX1 was the highest
up-regulated DEG upon BACH1 depletion. A substantial increase in abundance of ATP-binding cassette sub-
family C member 2 (ABCC2), GCLM, dimethylarginine dimethylaminohydrolase 1 (DDAH1) and serpin family
B member 2 (SERPINB2) gene transcripts was also evident. Among down-regulated genes were tumor protein
p63 regulated 1 like (TPRG1L) and Claudin 2 (CLDN2). A gene ontology process enrichment analysis was per-
formed with g:Profiler [34] on the DEGs following BACH1 depletion (Figure 1D). The most enriched molecu-
lar function (MF) was oxidoreductase activity, while cellular response to chemical stimulus was the most
enriched biological processes (BP) and includes among others the ABCC2, DDAH1, HMOX1, GCLC, GLCM
genes, and those encoding several serpins and cytochrome p450. The ABCC2 gene has an ARE, which is regu-
lated by NRF2 in response to xenobiotic stress in the mouse liver [35]. DDAH1 enzyme controls oxidative
stress and apoptosis via a miRNA pathway in mouse embryonic fibroblasts [36]. HMOX1, GCLC, GCLM are
involved in the combat of oxidative stress and are directly targeted by BACH1 through binding to their MARE
regions [18,37]. Serpins are protease inhibitors which play important roles in combating protease stress and
modulate diseases of the lung [38,39] whilst most cytochrome p450 proteins are expressed in the lung and are
involved in detoxification of carcinogens [40]. To confirm that our results were not limited to a single siRNA
targeting BACH1 (Ambion, 4392420- S1860) we validated the effect of BACH1 depletion on 16HBE14o− cells
with a pool of 3 siRNAs for BACH1 (Santa Cruz sc-37064). We chose 4 DEGs after BACH1 siRNA depletion
from the RNA-seq data, and assayed their expression by RT-qPCR (Supplementary Figure S1D). BACH1,
HMOX1, DDAH1 and GCLM showed consistent changes with the RNA-seq and between siRNAs from the two
sources; the expected elevation of ABCC2 was only observed with the Santa Cruz reagent; while TPRG1L was
down-regulated by the Ambion siRNA as expected but slightly up-regulated by the Santa Cruz siRNA. These
data validate the key observations of the RNA-seq experiment, but note minor variation in the response of indi-
vidual genes. Overall, the results show that BACH1 controlled genes are involved in multiple oxidative stress
response processes. We were unable to perform reliable rescue experiments, in which the effects of BACH1
depletion were reversed by overexpression of plasmid-derived BACH1, since the siRNAs used in the RNA-seq
and validation experiments all target the coding region of BACH1.

The impact of BACH1 depletion is magnified by oxidative stress in airway
epithelial cells
Since others reported previously that oxidative stress represses CFTR expression and function [30] and we show
here that BACH1 depletion up-regulates oxidative stress response genes [18], we next asked if BACH1 inhib-
ition in combination with H2O2-mediated oxidative stress would have competitive or additive effects on CFTR
expression. The optimal concentration of H2O2 and exposure time required to induce oxidative stress in Calu-3
and 16HBE14o− cells, without inducing cell death, was determined [41,42]. Cell viability at different H2O2 con-
centrations and exposure times was measured by MTS assay (Supplementary Figure S2), and induction of oxi-
dative stress was assayed by induction of HMOX1 gene expression [43]. 16HBE14o− cells were more sensitive
to H2O2 than Calu-3 cells, though assays were performed in both cell lines, using H2O2 concentrations of
800 μM for 15 h in Calu-3 cells and 600 μM for 8 h in 16HBE14o−.
First, we focused on the expression of the HMOX1 and GCLM genes, which were among the most

up-regulated DEGs upon BACH1 depletion, evaluating after BACH1 knockdown or H2O2 stress alone or in
combination. Calu-3 and 16HBE14o− cells were exposed to stress in serum-free media 48 h after
siRNA-mediated depletion of BACH1, and gene expression measured by RT-qPCR (Figure 2). Effective deple-
tion of BACH1 was evident in both cell lines. H2O2 stress alone significantly increased BACH1 levels in Calu-3
but not 16HBE14o− cells (Figure 2A,B left panels). HMOX1 transcript abundance increased upon H2O2 expos-
ure in both cell lines, though to a lesser extent than upon BACH1 depletion. The greatest increase was seen
when both treatments were combined (Figure 2A,B, middle panels). These results in airway epithelial cells are
consistent with earlier observations in keratinocytes [44]. As expected, GCLM mRNA levels were significantly
up-regulated by both BACH1 depletion and H2O2 stress alone in both cell lines, though the combined treat-
ment was significantly different only in Calu-3 cells (Figure 2A,B, right panels). BACH1, HMOX1 and GCLM
proteins were quantified by western blot of lysates from Calu-3 cells and these corresponded to transcript levels
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Figure 2. Oxidative stress augments the impact of BACH1 depletion in airway epithelial cells. Part 1 of 2

(A) RT-qPCR analysis of BACH1 (left), HMOX1 (middle) and GCLM (right) expression in Calu-3 cells under four conditions:

negative control (NC) siRNA alone, BACH1 siRNA alone, NC siRNA + oxidative stress and BACH1 siRNA + oxidative stress,

48 h after BACH1 depletion followed by 15 h of oxidative stress. (B) RT-qPCR analysis of same genes under same conditions

as in (A) in 16HBE14o− cells, except 8 h of oxidative stress. β-2-microglobulin (β2M) is the control and the data are normalized

to the NC siRNA alone. (C) Western blots probed with antibodies specific for BACH1, HMOX1 and GCLM proteins under the
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in BACH1 but not HMOX1 and GCLM, where oxidative stress alone was not enough to increase protein pro-
duction (Figure 2C). The combined effect of BACH1 KD and oxidative stress significantly increased protein
levels when compared with oxidative stress alone (Figure 2C). Similar protein profiles were seen for
16HBE14o− cell line (Supplementary Figure S3).
Next, we analyzed the effect of BACH1 depletion on CFTR mRNA abundance and observed a significant

reduction in both 16HBE14o− and Calu-3 cells (Figure 3A and Supplementary Figure S4A, respectively).
BACH1 depletion in combination with H2O2 stress did not further reduce CFTR mRNA levels in either cell
line (Figure 3A and Supplementary Figure S4A) and though a greater combined effect on reducing CFTR
protein was seen in 16HBE14o− cells, this was not statistically significant across experiments (Figure 3B).
GSH is a major antioxidant in human cells, which is synthesized by glutamate-cysteine ligase (GCL) and a

synthetase. The GCL holoenzyme consist of subunits encoded by the GCLC and GCLM genes [45], both of
which are BACH1 regulated according to the DEG list upon BACH1 depletion (Figure 1B and Supplementary
Table S1), and reported previously [18]. Since CFTR was shown to be directly involved in GSH transport [28]
and CFTR mRNA levels may be directly affected by oxidative stress (confirmed here in Calu-3 cells) as a com-
pensatory mechanism to retain high intracellular GSH levels [30], we assessed intracellular GSH levels in
BACH1 depleted and H2O2 stressed human airway epithelial cells. Though slight increases in intracellular GSH
levels were observed in Calu-3 cells upon loss of BACH1, irrespective of H2O2 exposure, these effects were not
statistically significant in either cell line (Figure 3C and Supplementary Figure S4C).

Figure 2. Oxidative stress augments the impact of BACH1 depletion in airway epithelial cells. Part 2 of 2

same conditions as in (A) normalized to beta-tubulin (β-tub) control. Western blots were scanned (n = 3 for each protein) and

signal intensities quantified using ImageJ. Error bars represent SEM and data were analysed by the Student’s unpaired t-test,

ns = not significant, *P < 0.01 **P < 0.001 ***P < 0.0001.

Figure 3. Oxidative stress and the impact of BACH1 depletion on CFTR mRNA and protein in 16HBE14o− cells.

(A) RT-qPCR measurements of CFTR mRNA levels in 16HBE14o− under same conditions as described in the legend to Figure 2A. β2M is the

control and the data are normalized to the NC siRNA alone. (B) Western blots probed with antibodies specific to CFTR protein under same

conditions as in (A) and normalized to β-tubulin. Blots were imaged as in Figure 2C. (C) GSH levels after BACH1 depletion normalized to NC siRNA,

without or with oxidative stress in 16HBE14o− cells. N≥ 3 for all experiments. Error bars represent SEM and data were analysed by the Student’s

unpaired t-test, ns = not significant, *P < 0.01 **P < 0.001 ***P < 0.0001.
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BACH1 occupancy at the CFTR locus may be elevated at reduced oxygen
levels
Since CFTR transcription may be down-regulated upon BACH1 depletion and by oxidative stress independ-
ently, and in an airway cell line-specific manner, we next asked whether these mechanisms are acting directly
on the CFTR locus and/or by indirect mechanisms. It is possible that the increase in the expression of the oxi-
dative stress response genes upon BACH1 inhibition may further repress CFTR levels as an adaptive mechan-
ism [28,30].
To determine if BACH1 directly occupies CREs at the CFTR locus in airway epithelial cells we performed

chromatin immunoprecipitation followed by deep sequencing (ChIP-seq) with an antibody specific for BACH1,
in Calu-3 and 16HBE14o− cells. Irreproducible discovery rate (IDR) data for biological replicate experiments
are shown in Figure 4. A UCSC genome browser graphic of the TAD encompassing the CFTR locus, including
the 50 boundary at −80.1 kb from the CFTR transcriptional start site to the 30 boundary at +48.9 kb from the
last coding base, is shown for both cell lines (Figure 4A). At the top key CFTR CREs are marked and below are
peak calls and bigwig files showing BACH1 occupancy. Also shown are open chromatin profiles generated by
assay for transposase-accessible chromatin with deep sequencing (ATAC-seq) in both cell lines to illustrate the
different CREs utilization in the two airway epithelial lines [7]. In Calu-3 cells, a prominent peak of BACH1
occupancy is seen at the gene promoter and though peaks are evident at the −20.9 and −44 kb CREs, these are
not robust enough to be detected by the peak-calling pipeline. In 16HBE14o− cells, BACH1 promoter occu-
pancy is not called as a peak, nor is that at the −35 kb CRE, however, a peak annotated at the −44 kb CRE
confirms our earlier characterization of this element, including by chromatin immunoprecipitation-quantitative
PCR (ChIP-qPCR) [10]. Highly significant peaks of BACH1 occupancy observed at or close to the promoters
of several of BACH1-regulated genes including HMOX1, GCLM, GCLC, hypoxia inducible factor 1 subunit
alpha (HIF1A) and BACH1 demonstrate the efficacy of this BACH1 antibody in ChIP-seq experiments in both
the cell lines (Supplementary Figure S5).
Since the physiological levels of oxygen in the lung epithelium are low [46] compared with the levels main-

tained in standard cell culture incubators, we next asked whether BACH1 occupancy could be enhanced at
lower oxygen levels. To answer this, Calu-3 cells were exposed to ambient oxygen levels that were changed
from 20% to 8% for 24 h and chromatin then prepared for ChIP-qPCR analysis. The highest occupancy of
BACH1 in ChIP-seq was seen at two sites 50 to the HMOX1 gene (Supplementary Figure S5), so primers
within the most 50 peak were used to assay BACH1 binding which increased nearly 2 fold at 8% oxygen
(Figure 4B). For the CFTR regulatory elements at −44 kb, −20.9 kb upstream, the promoter and +6.8 down-
stream of the gene, very low levels of BACH1 occupancy were detected at 20% O2 by ChIP-qPCR. Occupancy
increased around 2-fold at all these sites when the cells were shifted to 8% O2. Next, to determine whether
increased BACH1 occupancy repressed the expression of its target genes we measured the abundance of mRNA
for HMOX1, GCLM, GCLC, NRF2 (Alternate annotation: NFE2L2) and BACH1 at 20% and 8% ambient
oxygen (Figure 4C). For all these genes, increased BACH1 occupancy at their promoters significantly repressed
expression. CFTR mRNA levels also showed an ∼2-fold reduction in 8% compared with 20% oxygen, consistent
with increased BACH1 binding to CREs and at the promoter repressing its expression (Figure 4D). These data
suggest that at physiological oxygen concentrations BACH1 acts primarily as a repressor of target gene
expression.

BACH1 contributes to chromatin architecture at the CFTR locus
The BACH1 BTB domain has the capacity to bind to DNA and may mediate chromatin folding [47].
Moreover, BACH1 was reported earlier to function as an architectural protein at the β-globin locus [31,48].
Building upon these data we used chromatin conformation capture technology (4C-seq) [49], to re-examine the
contribution of BACH1 to chromatin looping. We hypothesized that depletion of BACH1 at loci that show
changes in expression could be accompanied by an alteration in higher order chromatin structure and looping
of CREs. To test this hypothesis, we performed 4C-seq analysis on the CFTR locus in Calu-3 cells after BACH1
depletion and compared the results to NC siRNA-treated cells. CFTR is located within a TAD, which shows
ubiquitous interactions between CTCF sites upstream of the gene at −80.1, −20.9 and downstream at +6.8 and
+48.9 kb. Additional looping interactions between enhancers and the gene promoter and the TAD boundaries
show cell-type-specificity. Using a viewpoint at the 50 TAD boundary (−80.1 kb) and comparing the locus
architecture after BACH1 depletion with NC siRNA-treated cells, a reduction of interactions with sites between
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the viewpoint and the gene promoter is seen in the domainogram (Figure 5A, black line and arrow). This loss
of interactions is particularly evident at the −44 kb enhancer and the −20.9 kb insulator elements, and was con-
firmed by the quantitative subtraction analysis track in which loss of interaction is shown above the baseline

Figure 4. BACH1 occupies the CFTR gene promoter or its CREs in Calu-3 and 16HBE14o− cells, respectively.

(A) UCSC genome browser graphic showing the CFTR locus within the −80.1 kb to +48.9 kb TAD boundaries. Below sites of BACH1 occupancy

determined by ChIP-seq are shown in Calu-3 (blue) and 16HBE14o− (purple). The ATAC-seq profiles of the same region are shown below each

ChIP-seq track for Calu-3 (light blue) and 16HBE14o− (light purple) cells, respectively. Orange vertical bars denote IDR peak calls. (B) ChIP-qPCR

analysis of BACH1 occupancy at the −44 kb, −20.9 kb and +6.8 kb CREs and at the CFTR promoter in Calu-3 cells under conditions of 20% or 8%

oxygen, normalized to the chromatin input levels. HMOX1 and GCLM serve as positive controls for BACH1 occupancy. (C) Transcript abundance of

genes regulated by BACH1 at 20% and 8% oxygen, measured by RT-qPCR. PGK1 is the control and data are normalized to the 20% levels. (D)

CFTR transcript levels under 20% or 8% oxygen measured by RT-qPCR as in (C). N≥ 3 for all experiments. Error bars represent SEM and data

were analysed by the Student’s unpaired t-test, *P < 0.01 **P < 0.001 ***P < 0.0001.
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Figure 5. BACH1 depletion alters chromatin architecture at the CFTR locus in Calu-3 cells. Part 1 of 2

4C-seq data are shown. At the top is a UCSC genome browser graphic showing the CFTR locus within the −80.1 kb to +48.9 kb TAD boundaries.

Below 4C-seq data are shown for the −80.1 kb (A) and −20.9 kb (B) viewpoints after NC siRNA or BACH1 siRNA treatment for 72 h. Black

horizontal bars and arrows indicate regions of altered interactions upon BACH1 KD. The 4C-seq data show the main trend of contact profile using a
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(Figure 5A, gray arrows). The results show that BACH1 depletion disrupts specific aspects of the architecture of
the CFTR locus, which may correlate with reduced CFTR expression (Figure 1A). In contrast, using a viewpoint
at the −20.9 kb 50 insulator, which recruits CTCF, depletion of BACH1 causes an increase in interactions with
30 regions particularly the sites of CTCF occupancy at +6.8 kb and the +48.9 kb TAD boundary (Figure 5B,
black line and arrows). These increases were confirmed in the quantitative subtraction analysis as blue peaks
below the base line (Figure 5B, blue arrows and line). These results suggest an important role for BACH1 in
maintenance of CTCF-mediated chromatin looping.

Discussion
Here, we examined the contribution of BACH1 globally to the oxidative stress response in the airway epithe-
lium and also its role in modulating CFTR expression. Genome-wide functions of BACH1 revealed by
RNA-seq and ChIP-seq analysis in two airway cell lines showed that this factor controlled pathways of cell
cycle progression, response to stress and heme binding. Our results are consistent with earlier data in the
human embryonic kidney cell line (HEK-293) [18] and suggests the universal involvement of BACH1 in these
processes. Additionally, not only does BACH1 bind directly to the CFTR locus and to the other loci it represses,
it impacts them indirectly through the global effects of modulation of BACH1 and during oxidative stress in
airway epithelial cells. Occupancy of BACH1 at CFTR CREs is enhanced at physiological (8%) oxygen levels
compared with higher ambient levels in cell culture (20%) and is associated with changes in 3D architecture
across the locus. The general mechanisms of CFTR regulation by BACH1 were consistent in the two cell lines
examined here. Minor variation in response between the lines probably arises due to divergence in their CFTR
CRE utilization (Figure 4A). Also relevant may be differences in general physiology in the two airway cell lines,
since Calu-3 is a lung adenocarcinoma, while 16HBE14o− is an SV-40 immortalized cell line.

Glutathione conservation and CF
CFTR expression is both directly and indirectly controlled by the BACH1/NRF2 regulatory axis and oxidative
stress. Since the CF lung may be deprived of the normal antioxidant mechanisms due to reduced GSH in the
absence of functional CFTR [28–30] the role of BACH1 has added significance. Moreover, abnormal intracellu-
lar GSH levels caused by CFTR misregulation may fail to inhibit potential stress-induced apoptosis. By probing
the relationship between BACH1 function and oxidative stress in airway cells we revealed the importance of
BACH1 inhibition in alleviating oxidative stress by HMOX1. Consistent with our results, in keratinocytes acti-
vation of HMOX1 by NRF2 required the inactivation of BACH1 [44]. In contrast, we found that BACH1 did
not have a similar effect on GCLM, implicating alternative regulatory mechanisms. The increase in GCLM tran-
script levels under H2O2 stress, did not correspond to increased GCLM protein, suggesting complex formation
by existing GCLC/GCLM protein modules [50]. No significant changes in intracellular GSH levels were
detected in either airway cell line after 24 h of H2O2 stress. This could be a result of the cells reaching homeo-
stasis while existing under these conditions. However, recent data showed modulation of the increased levels of
BACH1 resulting from increased protein stability in CF cells, did not rescue the decreased HMOX1 levels [51].
This suggests that a defect in the CFTR regulation may have a more complex impact on the BACH1/HMOX1
regulatory axis.

BACH1 and oxygen levels
Binding of BACH1 to the HMOX1 locus was induced by hypoxia in earlier work [52]. Our data under condi-
tions of reduced oxygen (not hypoxia) showed increased BACH1 binding. Since our ChIP-seq experiments
were performed on chromatin purified after routine cell culture in 20% O2 it is possible that greater BACH1

Figure 5. BACH1 depletion alters chromatin architecture at the CFTR locus in Calu-3 cells. Part 2 of 2

5-kb window size as a black line above the domainogram. Relative interactions are normalized to the strongest point (which is

set to 1) within each panel. The domainogram uses color-coded intensity values to show relative interactions with window

sizes varying from 2 to 50 kb. Here, red denotes the strongest interactions and dark blue, through turquoise, to gray represent

decreasing frequencies. Below the domainograms is a track generated by subtracting the BACH1 siRNA peaks from the NC

siRNA peaks (.wig files). Gray peaks above the baseline indicate interactions lost upon BACH1 depletion and blue peaks below,

those gained. Individual .wig tracks showing quantitative analysis of the 4C-seq interaction data are shown below.
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occupancy might be seen at 8% O2. Of note, an NRF2-activated ARE was discovered at the 50 end of HIF1A
locus in HepG2 and breast cancer cell lines [53] and BACH1 occupancy is seen at this site in Calu-3 cells
(Supplementary Figure S5) suggesting that inhibition of BACH1 binding may be essential for NRF2-mediated
activation of HIF1A. In this way BACH1 induction following oxidative stress may have an amplified impact
and these observations suggest a link between oxidative stress and hypoxia.
Previously, a HIF1-dependent hypoxic repression of CFTR was noted in intestinal cells as a novel compensa-

tory mechanism in regulation of chloride secretion in diarrhea [54]. Other data suggested that in human lung
microvascular endothelial cells, CFTR controls not only oxidative stress pathways but also reactive oxygen
mediated cell signaling and the inflammatory response. Pharmacological inhibition of CFTR also decreased
NRF2, suggesting therapeutic strategies to activate NRF2 may be warranted [55]. In this study, the reduction in
NRF2 levels coincided with diminished CFTR, when BACH1 activity was induced at 8% O2. Therefore, down-
regulation of BACH1 might also have therapeutic potential in the airway. The precise cellular mechanisms
underlying the dual regulation of CFTR by BACH1 are likely complex. In the Calu-3 cell line used here, we
observed no change in BACH1 levels upon oxidative stress alone, suggesting that BACH1 stabilization may be
independent of HMOX1 induction or the presence of free heme and/or NRF2 accumulation. Our data also
show the direct molecular interactions between BACH1 and CFTR, however, the effect of NRF2/HMOX1 on
CFTR could be either dependent or independent of BACH1 regulation. Further studies on the NRF2/HMOX1
regulatory axis may suggest the interdependency of the mechanisms. Recent data on the molecular cross-talk
between NRF2, which controls oxidative homeostasis, oxidative stress and regulation of BACH1 degradation in
lung cancer are particularly relevant to this topic [56].

BACH1 and chromatin architecture
Our observations that BACH1 depletion alters chromatin architecture at the CFTR locus suggest as an intri-
guing mechanism of gene regulation by this factor. Earlier data [31,48] showed that BACH1 and Mafk proteins
can form oligomers via the BTB domain, generating a multimeric DNA binding complex upon recruitment to
the MAREs. Moreover, the BTB/POZ domain of Cp190 generates long-range chromosomal contacts in
Drosophila, by direct physical interactions with structural elements in the DNA [57,58]. Upon BACH1 deple-
tion, we found a change in the profile of interactions compared with the NC siRNA at known structural ele-
ments at the CFTR locus, which interact within the TAD. The pattern of interactions supports earlier
observations that the binding of BACH1 at several positions at a gene locus triggers the nucleation of an archi-
tectural profile, which may be essential for repression of gene expression [31,48]. This suggests a probable
mechanism of BACH1 repression followed by NRF2 activation, whereby a different chromatin architecture or
conformation can determine the transcriptional status of a gene. Hence, our results extend the functional reper-
toire of architectural proteins that contribute to higher order chromatin structure and gene expression in
airway epithelial cells.

Experimental procedures
Cell culture
Calu-3 cell line was obtained from ATCC and grown in DMEM (Dulbecco’s modified Eagle’s medium) with
4.5 g/l glucose and 10% FBS (fetal bovine serum). Transformed HBE cell line 16HBE14o− and was grown in
DMEM (1 g/l glucose) with 10% FBS. All cells were grown on plastic at liquid interface.

Cell proliferation assays
The number of viable cells was measured at 8 h and 16 h after exposure to indicated H2O2 concentrations after
48 h of initial growth, using the CellTiter96 Aqueous Non-Radioactive Cell Proliferation Assay (MTS; Promega
G9241) according to the manufacturer’s instructions.

siRNA knockdown and generation of oxidative stress
TF siRNA screen and validation was performed as in [2]. For RNA and protein extraction and GSH assays,
1.2 × 105 Calu-3 or 16HBE14o− cells were seeded per well in 24 well plates. Calu-3 and 16HBE14o− cells were
reverse or forward transfected, respectively, with BACH1 siRNA (Ambion Silencer®Select Catalog # 4392420-
S1860, or Santa Cruz sc-37064) or negative control #2 siRNA (Catalog # 4390846, or Santa Cruz control
siRNA-A sc-37007) at 18 pmol/well using Lipofectamine RNAiMAX reagent or Santa Cruz sc-37064, 48 h
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post-transfection, cells were exposed to oxidative stress by addition of H2O2 — 800 μM for 16 h or 600 μM for
8 h for Calu-3 and 16HBE14o− cells, respectively, in DMEM without serum, before collection of samples.

Reverse transcription quantitative PCR (RT-qPCR)
Total RNA from confluent cultures was extracted with TRIzol (Invitrogen) and cDNA prepared with the
TaqMan reverse transcription kit (Invitrogen). SYBR Green PCR mastermix (Thermo) was used for RT-qPCR
of all except CFTR with primers as in Supplementary Table S2 and normalized to beta 2 microglobulin (β2M)
as a housekeeping gene (HKG) control. For RT-qPCR measurements in cells grown under varying O2 concen-
trations, PGK1 was used as the HKG. CFTR mRNA levels were assayed using a well-characterized TaqMan
assay [2] (Supplementary Table S1) and normalized to β2M as a HKG control.

RNA-seq
RNA-seq (SR 50 bp) was performed as described previously [59] after collection of RNA samples using Trizol
(Invitrogen), 72 h upon BACH1 knockdown in Calu-3 cells as described in siRNA knockdown section. Raw
reads were aligned with STAR 2.6 (https://github.com/alexdobin/STAR) [60]. Aligned reads were then assigned
to genomic features with featureCounts version 1.6.3 in the Subread package (http://subread.sourceforge.net/)
[61] and differential gene expression was analyzed using DEseq2 version 1.22.1. (https://www.bioconductor.org/
packages/release/bioc/html/DESeq2.html) [62].

Western blotting
To assay the effect of BACH1 depletion on CFTR protein expression, transfections were done as above and at
72 h post-transfection whole cell lysates were collected using NET buffer (20 mM Tris–HCl, pH 7.5, 150 mM
NaCl and 1 mM Na2EDTA) supplemented with Triton-X 100 and protease inhibitors (Sigma). Protein concen-
tration was determined by Bradford assay. SDS- sample loading buffer with β-mercaptoethanol was added and
samples were passed through a 25G syringe several times before centrifugation to collect the supernatant.
These samples were resolved by SDS–PAGE, transferred to Immobilon membrane and western blots probed
with anti-CFTR 596 (Cystic Fibrosis Foundation) and β-tubulin (T4026, Sigma–Aldrich) with ECL detection.
Films were scanned by densitometry and the intensities of CFTR were normalized to β-tubulin using ImageJ.
For BACH1, HMOX1 and GCLM, the samples were boiled at 95°C for 5 min and 30 mg of protein was blotted
with primary antibodies: Rabbit anti-BACH1 (Bethyl Laboratories A303-057A), Rabbit anti-HO-1 (Cell signal-
ing Technology-70081S) and Rabbit anti-GCLM (Genetex-GTX114075), respectively.

Glutathione measurement
GSH colorimetric detection kit from Invitrogen (EIAGSHC) was used to detect intracellular GSH levels in
Calu-3 and 16HBE14o− frozen and washed cell pellets. A freeze–thaw cycle was used to lyse the cells and the
kit protocol was followed.

Chromatin immunoprecipitation-quantitative PCR (ChIP-qPCR) and
sequencing (ChIP-seq)
ChIP was performed by standard protocols for ChIP-qPCR and ChIP as described in [7]. Antibodies were spe-
cific for BACH1 (Bethyl Laboratories A303-057A) for ChIP-seq and ChIP-qPCR or rabbit IgG (Millipore12–
370) as control. Chromatin at 8% O2 levels was collected after cells were shifted from 20% to 8% O2 for 24 h.
The HPRT1 promoter was used as the HKG control in ChIP-qPCR experiments. Primer sequences used for
qPCR are shown in Supplementary Table S3. For ChIP-seq analysis, raw reads were processed using the
ENCODE Transcription Factor and Histone ChIP-Seq processing pipeline (https://github.com/ENCODE-DCC/
ChIP-seq-pipeline2) according to the ENCODE (phase-3) guidelines on the hg19 reference genome. This
includes mapping using BWA [63] and peak calling with MACS2 [64]. Peak data were filtered using and pro-
cessed for motif distribution using HOMER (4.7.2q) (http://homer.ucsd.edu/homer/index.html) [65].

Circular chromosome conformation capture—4c-seq
7.8 × 106 Calu-3 cells were reverse transfected using BACH1 siRNA or Negative control #2 siRNA as described
above in 10 cm dishes and pellets prepared according to protocol described in [49,66] after 72 h of transfection.
4C-seq libraries were generated from cultured cells as described in [49]. NlaIII and DpnII or Csp6I were used
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as the primary or secondary restriction enzymes, respectively. Enzyme pairs and primer sequences used to gen-
erate 4C-seq libraries for each viewpoint are shown in Supplementary Table S4. The sequencing data were pro-
cessed using the 4C-seq pipe protocol. All 4C-seq images were generated using default parameters of the
pipeline as per [66]. 4C-seq was quantified and mapped using the pipe4C processing pipeline [49]. Raw reads
were aligned to the hg19 genome using Bowtie2 v4.8.3 and sorted using SAMtools v1.3. Bigwig subtraction
tracks were generated using deepTools bigwigCompare [67] with default settings.

Statistics
Error bars in all graphs denote standard error of the mean (SEM). Statistical analysis used the Student’s
unpaired t-tests in Prism software (GraphPad). *P < 0.01 **P < 0.001 ***P < 0.0001.
Footnote: * This manuscript uses legacy nomenclature for the CFTR gene to be consistent with our earlier

work.
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Figure S1: Validation of siRNA mediated depletion of BACH1. 
(A) RT-qPCR analysis of BACH1 mRNA levels normalized to β2M control. (B) Western 
blot analysis of BACH1 protein after siRNA mediated depletion, with β tubulin as control. 
(C) mRNA counts of BACH1 by RNA seq analysis of NC siRNA and BACH1 siRNA -
treated samples. (D) Validation of gene expression upon BACH1 depletion in 16HBE14o-
cells with BACH1 siRNA from Ambion (A) and Santa Cruz (S). 
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Figure S2: Determination of H2O2 stress tolerance in Calu-3 and 16HBE14o- 
cells. The percentage of viable cells was calculated by normalizing the absorbance 
(MTS assay at 490 nm), after exposure to increasing H2O2 concentrations, to the 
absorbance at 0 μM H2O2 for 18 hr and 6 hr in Calu-3 and 16HBE14o- cells. 
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*P < 0.01 **P < 0.001 ***P < 0.0001. 
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Figure S4: Oxidative stress enhances the impact of BACH1 depletion on CFTR pro-
tein but not CFTR mRNA in Calu-3 cells.
(A) RT-qPCR measurements of CFTR mRNA levels in Calu-3 under same conditions as 
described in the legend to Fig.2A. β2M is the control and the data are normalized to the NC 
siRNA alone. (B) Western blots probed with antibodies specific to CFTR protein under 
same conditions as in (A) and normalized to β-tubulin. Blots were imaged as in Fig. 2C. (C) 
GSH levels after BACH1 depletion normalized to NC siRNA, with or without oxidative 
stress. N ≥ 3 for all experiments. Error bars represent SEM and data were analysed by the 
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Table	S1:	List	of	genes	differentially	upregulated	by	≥	1.5	fold	after	siRNA	mediated	BACH1	depletion	
compared	to	siRNA	control	in	Calu-3	cells.	

Gene	 Base	
Mean	

Actual	
fold	
change	

P	value	 NC	si	1	 NC	si	2	 BACH1	si	1	 BACH1	si	2	

MDK	 1505	 1.50	 5.73E-06	 1311.63	 1099.91	 1728.70	 1878.64	
MAP3K6	 249.1	 1.50	 8.02E-03	 217.84	 181.16	 292.34	 304.94	
RAB42	 39.47	 1.50	 2.68E-01	 39.36	 23.89	 54.57	 40.07	
PRKAA1	 6322	 1.50	 5.44E-09	 4756.84	 5373.16	 7356.24	 7800.57	
SOGA3	 44.75	 1.50	 2.17E-01	 33.87	 37.83	 51.65	 55.65	
DPY19L2P3	 38.61	 1.50	 2.56E-01	 32.04	 29.86	 53.60	 38.95	
PRDM10	 429.3	 1.50	 7.88E-04	 325.85	 361.33	 496.98	 533.10	
WISP2	 212.8	 1.50	 1.68E-02	 195.88	 144.33	 241.67	 269.33	
DERL3	 126.1	 1.50	 4.63E-02	 91.53	 110.49	 157.86	 144.68	
NPPA-AS1	 40.94	 1.50	 2.51E-01	 24.71	 40.81	 44.83	 53.42	
SLC44A1	 6013	 1.50	 2.26E-09	 4519.77	 5096.44	 7195.45	 7240.77	
CDHR2	 2934	 1.50	 6.59E-09	 2416.40	 2274.48	 3573.36	 3472.36	
ID3	 340.7	 1.50	 1.77E-03	 269.10	 275.73	 422.92	 395.09	
PRDX1	 34345	 1.50	 2.61E-12	 27056.41	 27836.29	 42122.24	 40366.21	
EPHB2	 1615	 1.51	 1.60E-07	 1318.95	 1260.17	 1949.91	 1932.06	
MOB3A	 627.7	 1.51	 2.49E-04	 556.51	 444.94	 750.34	 759.02	
GCSAM	 165.7	 1.51	 2.01E-02	 129.97	 134.38	 194.89	 203.67	
RIPK3	 191.8	 1.51	 1.58E-02	 168.42	 137.36	 238.74	 222.59	
CAB39L	 393.7	 1.51	 7.75E-04	 309.37	 318.53	 472.62	 474.11	
UPP1	 3547	 1.51	 1.49E-06	 3189.84	 2465.60	 4250.62	 4282.58	
LOXL3	 62.7	 1.51	 1.54E-01	 39.36	 60.72	 75.03	 75.68	
SCARNA7	 33.35	 1.51	 2.79E-01	 30.21	 22.89	 38.00	 42.29	
FDXR	 230	 1.51	 1.50E-02	 218.76	 147.32	 275.77	 278.23	
PTRH1	 136.5	 1.51	 5.09E-02	 133.63	 83.61	 168.58	 160.26	
ZBED6	 681.9	 1.51	 3.00E-01	 358.80	 726.64	 647.04	 994.97	
GPR153	 85.02	 1.51	 1.02E-01	 81.46	 53.75	 109.14	 95.71	
CCL28	 1665	 1.51	 3.73E-07	 1244.81	 1405.50	 1963.55	 2047.80	
KCNK6	 490.9	 1.52	 2.68E-04	 390.84	 390.20	 620.73	 562.03	
NPSR1-AS1	 44.31	 1.52	 2.11E-01	 37.53	 32.85	 46.77	 60.10	
NLRC5	 416.7	 1.52	 5.92E-04	 347.82	 314.55	 496.98	 507.50	
CDK2AP1	 3836	 1.52	 3.00E-10	 3089.15	 3009.09	 4586.81	 4658.75	
PTP4A1	 11534	 1.52	 1.56E-11	 8852.83	 9483.15	 13708.78	 14092.00	
ACKR2	 39.12	 1.52	 2.37E-01	 29.29	 32.85	 40.93	 53.42	
MAPK10	 37.15	 1.52	 2.44E-01	 31.12	 27.87	 42.88	 46.74	
LHFPL2	 3549	 1.52	 6.62E-10	 2803.58	 2834.89	 4167.79	 4391.65	
OGFRL1	 593.7	 1.52	 9.11E-04	 390.84	 552.45	 678.23	 753.46	



SLC19A2	 2322	 1.52	 4.96E-08	 1730.84	 1955.96	 2748.97	 2851.34	
GJB2	 137.6	 1.52	 3.45E-02	 106.18	 112.48	 186.12	 145.79	
KPNA7	 178	 1.52	 1.42E-02	 139.13	 143.34	 212.43	 217.02	
EMC3-AS1	 261.9	 1.52	 4.88E-03	 200.45	 215.01	 289.42	 342.78	
GLB1L3	 33.23	 1.52	 2.70E-01	 22.88	 29.86	 38.98	 41.18	
CHML	 1822	 1.52	 1.02E-05	 1275.02	 1614.53	 2022.02	 2378.35	
PKIB	 4861	 1.52	 4.48E-11	 3812.24	 3893.00	 5853.61	 5884.10	
ALOX5	 1474	 1.53	 5.38E-07	 1221.02	 1111.86	 1870.97	 1691.66	
GSE1	 1225	 1.53	 6.13E-07	 990.36	 947.62	 1430.52	 1530.29	
DPP4	 5819	 1.53	 1.41E-11	 4548.15	 4660.45	 7013.23	 7054.91	
PRDM1	 123.6	 1.53	 3.56E-02	 98.85	 96.55	 143.25	 155.81	
SNHG16	 4234	 1.53	 5.08E-10	 3213.63	 3481.90	 4988.29	 5253.06	
MRPL45	 6451	 1.53	 1.45E-11	 4988.41	 5210.91	 7905.84	 7698.18	
MOB1A	 3082	 1.53	 9.04E-09	 2295.58	 2577.08	 3606.50	 3848.54	
ITGB7	 42.27	 1.53	 2.06E-01	 32.95	 33.84	 47.75	 54.53	
JAZF1	 1613	 1.53	 4.47E-08	 1297.90	 1252.21	 1961.60	 1942.07	
YWHAZ	 46762	 1.53	 1.59E-13	 36086.80	 37823.12	 56480.01	 56656.27	
KRT76	 98.89	 1.53	 5.70E-02	 80.55	 75.65	 116.94	 122.42	
QRFPR	 45.22	 1.53	 1.90E-01	 37.53	 33.84	 51.65	 57.87	
SLC7A9	 34.37	 1.53	 2.50E-01	 28.37	 25.88	 40.93	 42.29	
RRAGD	 270.4	 1.53	 3.87E-03	 213.27	 214.01	 359.58	 294.93	
GPR176	 159.8	 1.53	 2.38E-02	 106.18	 146.32	 191.97	 194.76	
PORCN	 926.5	 1.53	 6.76E-06	 784.42	 677.87	 1128.43	 1115.16	
CRTAP	 4847	 1.53	 3.51E-11	 3737.19	 3913.90	 5873.10	 5865.18	
STX2	 1693	 1.53	 2.58E-08	 1322.62	 1348.76	 2021.04	 2077.85	
RNF39	 111.2	 1.54	 4.33E-02	 86.95	 88.59	 140.32	 129.10	
SLC7A5P2	 110	 1.54	 4.38E-02	 88.78	 84.61	 137.40	 129.10	
CFLAR-AS1	 30.78	 1.54	 2.73E-01	 25.63	 22.89	 38.98	 35.61	
CIPC	 926.7	 1.54	 2.81E-06	 708.45	 750.53	 1083.61	 1164.13	
TUBA4B	 842.1	 1.54	 3.86E-06	 677.33	 648.00	 1003.70	 1039.48	
CHRAC1	 3238	 1.54	 7.25E-10	 2439.29	 2652.73	 3854.98	 4006.57	
MRPL45P2	 1484	 1.55	 3.64E-08	 1154.20	 1177.56	 1798.86	 1806.30	
ANXA8	 183.6	 1.55	 1.49E-02	 165.67	 122.43	 211.46	 234.83	
SQSTM1	 50637	 1.55	 4.08E-13	 41345.23	 38150.60	 62579.19	 60472.53	
ACTBL2	 128.4	 1.55	 2.94E-02	 108.92	 92.57	 152.02	 160.26	
TFEB	 69.71	 1.55	 1.35E-01	 73.22	 35.83	 81.86	 87.92	
UGT2A3	 1499	 1.55	 1.87E-07	 1095.62	 1253.21	 1780.35	 1865.28	
PIK3CD	 229.7	 1.55	 5.81E-03	 201.37	 158.27	 286.49	 272.67	
LINC01268	 55.94	 1.55	 1.37E-01	 44.85	 42.80	 76.01	 60.10	
KPNA5	 218.7	 1.55	 7.86E-03	 146.45	 196.09	 257.26	 274.90	
HHLA2	 2133	 1.56	 5.66E-09	 1588.97	 1749.91	 2567.72	 2626.53	



RPL13A	 5669	 1.56	 2.05E-12	 4404.45	 4462.37	 6999.58	 6811.17	
CREB3L3	 67.02	 1.56	 1.33E-01	 67.73	 36.83	 71.14	 92.37	
GABARAPL3	 143.9	 1.56	 3.21E-02	 104.34	 120.44	 139.35	 211.46	
BLZF1	 1346	 1.56	 7.76E-07	 967.48	 1136.74	 1564.99	 1715.04	
CREB3L2	 1895	 1.56	 1.05E-07	 1403.16	 1558.79	 2148.70	 2470.72	
VPS26B	 1698	 1.56	 7.15E-09	 1329.02	 1322.88	 2033.71	 2104.56	
STOM	 2632	 1.56	 8.99E-10	 1977.97	 2131.15	 3122.19	 3295.41	
CCNJ	 649	 1.56	 2.49E-05	 473.21	 540.50	 817.58	 764.59	
UGT1A8	 413.7	 1.56	 3.72E-04	 347.82	 297.62	 479.44	 529.76	
UGT1A7	 65.8	 1.56	 1.03E-01	 55.83	 46.78	 76.01	 84.58	
SLC12A6	 479.2	 1.56	 7.65E-04	 314.86	 433.00	 536.93	 632.15	
TIGD4	 80.25	 1.56	 7.10E-02	 59.49	 65.70	 94.52	 101.28	
RAB3IL1	 163.1	 1.56	 2.42E-02	 156.52	 97.55	 205.61	 192.54	
BEND6	 57.28	 1.57	 1.41E-01	 37.53	 51.76	 57.49	 82.36	
STRIP2	 1397	 1.57	 4.51E-08	 1133.15	 1043.18	 1710.19	 1701.68	
BPNT1	 2189	 1.57	 9.56E-10	 1653.96	 1755.88	 2666.14	 2679.95	
MYH16	 70.4	 1.57	 8.64E-02	 55.83	 53.75	 89.65	 82.36	
ERLIN1	 2390	 1.57	 8.87E-10	 1822.37	 1893.25	 2804.51	 3038.32	
HIST1H2BN	 177	 1.57	 1.79E-02	 167.50	 107.50	 227.05	 205.89	
LAMC2	 51306	 1.57	 1.19E-12	 37876.22	 41890.31	 60348.64	 65109.02	
CHCHD3	 3294	 1.57	 1.82E-10	 2472.24	 2646.76	 3872.53	 4185.75	
SYT13	 4933	 1.58	 1.32E-12	 3764.65	 3894.99	 6008.55	 6062.17	
PRSS22	 2015	 1.58	 8.49E-07	 1774.78	 1351.75	 2425.44	 2506.33	
RGS17	 99.86	 1.58	 4.32E-02	 70.48	 84.61	 120.83	 123.54	
IL1R2	 34.53	 1.58	 2.25E-01	 23.80	 29.86	 47.75	 36.73	
SMCO2	 37.98	 1.58	 2.03E-01	 32.95	 25.88	 41.90	 51.20	
DGCR9	 139.1	 1.58	 1.92E-02	 118.99	 96.55	 177.35	 163.60	
SCD5	 2179	 1.58	 3.42E-10	 1661.28	 1712.08	 2622.29	 2718.90	
PTGS1	 195.3	 1.58	 6.30E-03	 136.38	 166.23	 241.67	 237.06	
MMP1	 841.7	 1.59	 9.26E-07	 630.64	 671.89	 1028.06	 1036.14	
NPC1	 4229	 1.59	 1.19E-12	 3289.61	 3248.98	 5228.01	 5149.56	
AKR1C1	 8051	 1.59	 4.83E-10	 6643.28	 5801.18	 10573.92	 9187.29	
FHDC1	 912	 1.59	 3.20E-07	 710.28	 697.77	 1131.35	 1108.48	
TBX6	 46.27	 1.59	 1.50E-01	 37.53	 33.84	 53.60	 60.10	
ATG9A	 2008	 1.59	 5.39E-10	 1585.31	 1512.01	 2414.73	 2520.80	
JADE2	 3103	 1.60	 1.24E-11	 2409.08	 2372.03	 3718.56	 3910.86	
GUCA1B	 37.28	 1.60	 1.90E-01	 26.54	 30.86	 43.85	 47.86	
KCNK1	 2688	 1.60	 1.64E-11	 2053.03	 2084.36	 3311.23	 3302.08	
SHC4	 474.7	 1.60	 4.70E-05	 364.29	 366.31	 557.39	 611.00	
CAV1	 4186	 1.60	 4.96E-13	 3198.99	 3242.01	 5152.97	 5149.56	
SESTD1	 4429	 1.60	 6.30E-11	 3183.43	 3629.22	 5292.32	 5609.20	



SON	 10076	 1.60	 1.51E-11	 7163.17	 8335.46	 12080.45	 12725.32	
VKORC1L1	 2949	 1.60	 3.98E-11	 2165.61	 2368.05	 3611.37	 3649.32	
RFFL	 253	 1.60	 2.37E-03	 188.55	 200.07	 273.82	 349.46	
MIR614	 340.4	 1.60	 7.31E-04	 250.79	 271.74	 367.37	 471.89	
KRT23	 11844	 1.61	 1.82E-15	 9104.54	 9073.05	 14830.39	 14368.01	
AKR1C2	 7300	 1.61	 4.16E-10	 5966.87	 5224.84	 9723.22	 8283.59	
RPS6KA5	 277.4	 1.61	 1.03E-03	 194.96	 229.94	 328.39	 356.14	
FSIP2	 33.58	 1.61	 2.18E-01	 25.63	 25.88	 51.65	 31.16	
HIST1H3D	 39.64	 1.61	 1.75E-01	 35.70	 24.88	 46.77	 51.20	
RHCG	 93.1	 1.62	 4.98E-02	 77.80	 64.70	 136.43	 93.49	
CLCF1	 515.1	 1.62	 2.19E-05	 414.63	 371.28	 610.99	 663.31	
MIR4442	 32.56	 1.62	 2.08E-01	 23.80	 25.88	 36.06	 44.52	
EXOSC6	 456	 1.62	 3.62E-05	 338.66	 357.35	 543.75	 584.29	
HSPB1	 4078	 1.62	 1.23E-06	 3698.75	 2522.34	 4933.72	 5157.35	
CDV3	 29508	 1.62	 5.96E-17	 22068.00	 22938.94	 36386.54	 36638.99	
RBM47	 6969	 1.62	 4.24E-14	 5108.32	 5520.48	 8695.15	 8554.03	
STK3	 1579	 1.62	 2.60E-09	 1136.81	 1271.12	 1945.03	 1964.33	
PIR	 406.7	 1.62	 1.45E-04	 321.27	 298.62	 551.55	 455.19	
NCF2	 337.4	 1.63	 1.99E-04	 261.78	 251.84	 405.38	 430.71	
CALU	 13885	 1.63	 3.40E-13	 9847.76	 11287.81	 16876.77	 17526.53	
KIAA1462	 473.5	 1.63	 5.95E-05	 356.97	 363.32	 527.19	 646.62	
CLIC5	 137.1	 1.63	 1.27E-02	 94.28	 114.47	 170.53	 169.17	
RGS10	 241.6	 1.63	 1.43E-03	 189.47	 178.18	 321.57	 277.12	
FADS3	 1778	 1.63	 1.23E-07	 1514.83	 1188.50	 2302.66	 2105.68	
SPRYD4	 784.6	 1.63	 4.56E-07	 584.88	 608.19	 1011.50	 933.75	
TKT	 36675	 1.63	 2.38E-16	 28921.80	 26766.24	 45888.55	 45122.90	
LDHA	 70993	 1.64	 1.53E-16	 51640.58	 56066.77	 88604.23	 87661.57	
VPS26A	 7451	 1.64	 4.46E-15	 5488.17	 5813.12	 9379.23	 9121.63	
ZNRD1-AS1	 45.43	 1.64	 1.31E-01	 32.04	 36.83	 51.65	 61.21	
GPD1	 32.78	 1.64	 2.24E-01	 21.97	 27.87	 54.57	 26.71	
ZNF488	 251.6	 1.64	 7.76E-04	 194.04	 187.13	 314.75	 310.51	
HNF4G	 817.7	 1.65	 3.52E-07	 598.61	 638.05	 1074.84	 959.35	
MACROD2	 3755	 1.65	 1.42E-10	 2582.07	 3092.70	 4524.44	 4821.24	
PHEX	 78.51	 1.65	 5.04E-02	 53.09	 65.70	 106.22	 89.03	
CP	 60.35	 1.65	 8.25E-02	 39.36	 51.76	 70.16	 80.13	
MTURN	 878.8	 1.65	 7.45E-08	 646.21	 679.86	 1127.46	 1061.74	
KMO	 30.91	 1.65	 2.08E-01	 23.80	 22.89	 45.80	 31.16	
BMPR1B	 211	 1.65	 2.31E-03	 140.04	 178.18	 264.08	 261.54	
UGT1A3	 35.6	 1.65	 1.76E-01	 22.88	 30.86	 49.70	 38.95	
SQRDL	 3201	 1.65	 1.26E-12	 2516.17	 2306.34	 3906.63	 4074.46	
SH2D5	 193.4	 1.66	 2.39E-03	 151.94	 139.36	 247.51	 234.83	



STC2	 3048	 1.66	 1.46E-12	 2225.11	 2359.09	 3656.19	 3950.93	
CD68	 3936	 1.66	 1.24E-13	 2851.17	 3066.82	 4798.27	 5026.02	
TCP11L2	 372.1	 1.66	 2.12E-04	 254.45	 304.59	 414.15	 515.29	
IGDCC4	 186.5	 1.66	 3.02E-03	 145.53	 134.38	 214.38	 251.52	
TGFBR3	 796.8	 1.66	 1.13E-06	 534.54	 662.93	 971.54	 1018.34	
FAM114A1	 981.2	 1.67	 1.38E-08	 739.57	 732.61	 1185.92	 1266.52	
C10orf126	 35.79	 1.67	 1.76E-01	 21.97	 31.85	 52.62	 36.73	
CEP57	 1768	 1.67	 1.58E-11	 1326.28	 1321.89	 2242.24	 2180.24	
HSPB8	 672.1	 1.67	 6.62E-07	 517.15	 488.74	 886.76	 795.75	
C15orf48	 3246	 1.67	 4.52E-12	 2400.84	 2454.65	 4348.06	 3780.65	
DHRS11	 648.7	 1.67	 2.27E-06	 530.88	 438.97	 838.04	 786.85	
STARD8	 42.26	 1.68	 1.56E-01	 42.10	 20.90	 44.83	 61.21	
LINC01133	 172.8	 1.68	 3.57E-03	 119.90	 138.36	 202.69	 230.38	
RAP2C-AS1	 71.53	 1.68	 4.80E-02	 55.83	 50.77	 83.80	 95.71	
FAM212B	 34.07	 1.68	 1.67E-01	 21.97	 28.87	 40.93	 44.52	
LUZP2	 561.1	 1.69	 1.25E-06	 400.90	 433.99	 709.41	 700.04	
IL20RB	 633.2	 1.69	 4.69E-07	 486.94	 454.90	 818.55	 772.38	
PRR11	 2522	 1.69	 9.98E-11	 1697.89	 2048.53	 3104.65	 3236.42	
PTGES	 224	 1.69	 1.66E-03	 193.13	 139.36	 295.26	 268.22	
43894	 140.5	 1.70	 6.10E-03	 112.58	 95.56	 171.51	 182.52	
SEC31A	 4034	 1.70	 2.61E-13	 2835.61	 3143.47	 4835.30	 5323.18	
LOC613266	 343.7	 1.71	 8.11E-05	 231.57	 276.72	 410.25	 456.30	
LOC100130238	 93.43	 1.71	 3.26E-02	 84.21	 53.75	 134.48	 101.28	
ARF4	 15295	 1.71	 5.28E-19	 10944.30	 11639.18	 19262.26	 19336.16	
DPH2	 1763	 1.71	 3.86E-12	 1286.00	 1314.92	 2155.52	 2294.88	
SLC7A5	 11329	 1.71	 3.29E-17	 8670.68	 8025.89	 13836.43	 14783.14	
ABCG2	 480.4	 1.72	 4.19E-06	 378.02	 329.48	 627.56	 586.52	
GCNT3	 893.2	 1.72	 1.08E-08	 660.85	 654.97	 1190.80	 1066.19	
GPX2	 4419	 1.72	 5.25E-17	 3252.99	 3251.96	 5580.76	 5589.17	
TP53INP2	 1077	 1.72	 1.89E-09	 828.35	 754.51	 1418.82	 1304.36	
CGB8	 93.1	 1.72	 3.25E-02	 87.87	 48.77	 118.88	 116.86	
GCLC	 3230	 1.72	 2.29E-13	 2217.78	 2530.30	 3995.31	 4175.74	
CEACAM5	 963	 1.72	 1.49E-09	 688.31	 726.64	 1215.16	 1222.00	
LANCL3	 162.8	 1.72	 3.12E-03	 124.48	 114.47	 184.17	 228.15	
ATP6V1D	 2617	 1.72	 1.64E-14	 1873.63	 1970.89	 3296.62	 3327.68	
SOD2	 9750	 1.72	 2.67E-15	 6670.74	 7649.63	 11949.87	 12729.77	
NDP	 177	 1.72	 1.60E-03	 135.47	 124.42	 229.00	 219.25	
KIAA1551	 4781	 1.73	 3.02E-12	 3211.80	 3802.42	 5678.21	 6432.77	
CPED1	 31.38	 1.73	 1.82E-01	 21.05	 24.88	 27.29	 52.31	
NUP54	 1756	 1.73	 8.35E-13	 1277.77	 1292.03	 2284.15	 2170.23	
TMEM243	 529.4	 1.73	 2.60E-06	 420.12	 354.36	 713.31	 629.92	



PYGO1	 110.3	 1.73	 1.21E-02	 91.53	 69.68	 145.20	 134.67	
FER1L5	 33.06	 1.74	 1.60E-01	 29.29	 18.91	 35.08	 48.97	
TMEM117	 37.23	 1.74	 1.23E-01	 26.54	 27.87	 47.75	 46.74	
CDH17	 1254	 1.74	 2.19E-11	 913.47	 917.76	 1595.20	 1590.39	
RPLP0P2	 175.2	 1.74	 1.54E-03	 137.30	 118.45	 227.05	 218.14	
RARB	 487.1	 1.75	 1.10E-05	 302.05	 408.11	 620.73	 617.68	
GIPC1	 3506	 1.75	 3.65E-09	 2976.57	 2130.15	 4418.23	 4500.72	
DGCR10	 30.48	 1.75	 1.76E-01	 15.56	 28.87	 34.11	 43.40	
CGB	 74.42	 1.75	 5.08E-02	 72.31	 35.83	 99.40	 90.15	
FBXO27	 480.2	 1.75	 1.18E-06	 364.29	 334.45	 625.61	 596.53	
ME1	 2626	 1.75	 1.33E-14	 1842.51	 1975.86	 3439.86	 3247.55	
UST	 310.6	 1.75	 6.49E-05	 248.96	 202.07	 399.53	 391.75	
FN1	 11635	 1.76	 7.95E-16	 7792.90	 9085.99	 14349.00	 15311.78	
UGDH	 6251	 1.76	 7.02E-15	 4207.66	 4855.55	 7609.60	 8329.22	
TRPM8	 42.64	 1.76	 9.31E-02	 33.87	 27.87	 56.52	 52.31	
MYO5C	 2058	 1.77	 3.21E-12	 1382.11	 1593.63	 2512.17	 2745.61	
PRRG4	 2540	 1.77	 2.06E-13	 1703.38	 1962.92	 3149.47	 3343.26	
RNF223	 49.72	 1.77	 8.44E-02	 46.68	 24.88	 59.44	 67.89	
ST13P4	 5520	 1.78	 2.74E-18	 3800.35	 4146.83	 7029.79	 7101.65	
SERINC2	 3947	 1.78	 1.05E-11	 3195.33	 2484.51	 4906.43	 5201.87	
SMIM20	 726.2	 1.78	 1.20E-08	 547.35	 496.70	 970.57	 890.35	
MUC13	 5859	 1.78	 3.69E-20	 4152.74	 4264.28	 7587.19	 7431.08	
CA9	 135.1	 1.79	 5.59E-03	 117.16	 76.65	 176.38	 170.28	
KLK8	 34.4	 1.79	 1.21E-01	 27.46	 21.90	 44.83	 43.40	
RDH8	 113.3	 1.79	 6.59E-03	 74.14	 88.59	 141.30	 149.13	
STX11	 42.6	 1.79	 8.38E-02	 29.29	 31.85	 53.60	 55.65	
HIST1H2BO	 175	 1.79	 2.09E-03	 150.11	 100.54	 237.77	 211.46	
MUC20	 5459	 1.79	 4.23E-19	 3954.12	 3865.13	 7257.82	 6757.75	
NFATC2	 662.7	 1.80	 1.95E-08	 443.92	 504.67	 840.96	 861.41	
LRRC1	 1263	 1.80	 1.77E-12	 886.01	 921.74	 1625.41	 1620.44	
IFNLR1	 264.1	 1.80	 7.71E-05	 191.30	 186.14	 311.83	 367.27	
CDK14	 1027	 1.80	 1.11E-09	 675.49	 792.34	 1246.34	 1393.40	
MPRIP	 7566	 1.80	 1.83E-20	 5366.43	 5423.92	 9365.59	 10109.92	
MIR635	 30.82	 1.81	 1.35E-01	 21.05	 22.89	 44.83	 34.50	
CGB2	 39.8	 1.81	 1.06E-01	 36.61	 19.91	 44.83	 57.87	
TRABD2A	 163.9	 1.81	 9.41E-04	 123.57	 109.49	 207.56	 214.80	
SYT14	 304.1	 1.81	 1.21E-04	 185.81	 246.86	 343.01	 440.72	
PRSS1	 641.6	 1.82	 4.78E-08	 476.87	 434.99	 894.56	 760.14	
BOD1	 2762	 1.82	 5.78E-17	 1951.43	 1971.88	 3688.35	 3434.52	
VAT1	 8524	 1.82	 1.21E-18	 6430.02	 5643.90	 11281.39	 10742.06	
TPM3	 15556	 1.82	 6.91E-22	 10677.94	 11354.50	 19363.60	 20829.72	



WDR18	 496.1	 1.83	 1.87E-05	 429.28	 271.74	 633.40	 649.96	
HDAC1	 9839	 1.83	 9.49E-23	 7066.15	 6839.38	 13052.96	 12395.89	
RRAD	 41.74	 1.84	 7.56E-02	 32.95	 25.88	 53.60	 54.53	
FUT4	 4312	 1.84	 1.29E-18	 2886.87	 3194.23	 5493.06	 5674.86	
CNNM1	 445.4	 1.84	 2.59E-07	 307.54	 320.52	 598.32	 555.36	
OR4C6	 41.74	 1.84	 7.85E-02	 32.95	 25.88	 61.39	 46.74	
FOXN3	 137.2	 1.84	 4.47E-03	 73.22	 120.44	 187.10	 168.05	
ST13	 20408	 1.84	 1.03E-25	 14135.05	 14599.50	 26474.27	 26423.34	
STX3	 4412	 1.84	 4.41E-20	 2997.62	 3213.14	 5757.14	 5680.43	
ANKRD30BP2	 69.38	 1.84	 2.37E-02	 44.85	 52.76	 80.88	 99.05	
JPH2	 37.16	 1.84	 9.77E-02	 27.46	 24.88	 58.47	 37.84	
SERPINE1	 526.7	 1.85	 1.14E-07	 403.65	 336.44	 697.72	 668.87	
SYPL1	 10009	 1.85	 1.04E-24	 7075.31	 6981.72	 13025.68	 12952.36	
TXNRD1	 32716	 1.85	 2.21E-16	 20517.47	 25384.63	 40928.52	 44033.34	
AADAC	 50.74	 1.85	 5.36E-02	 28.37	 42.80	 59.44	 72.34	
SAT1	 13307	 1.86	 6.49E-21	 8689.90	 9922.12	 17338.66	 17277.23	
CGB5	 100.4	 1.86	 1.58E-02	 94.28	 45.79	 134.48	 126.87	
GALNT5	 5909	 1.87	 4.73E-18	 3864.42	 4378.75	 7298.75	 8094.39	
LOC102723703	 31.38	 1.88	 1.17E-01	 25.63	 17.92	 34.11	 47.86	
CDA	 531.4	 1.88	 1.91E-07	 417.38	 320.52	 675.30	 712.28	
OLR1	 62.83	 1.88	 2.72E-02	 49.43	 37.83	 90.63	 73.45	
PRR16	 85.69	 1.89	 8.98E-03	 54.00	 64.70	 107.19	 116.86	
HIST1H2BE	 254.4	 1.89	 1.72E-04	 213.27	 138.36	 308.91	 357.25	
C3orf67	 446	 1.90	 1.31E-07	 283.74	 332.46	 600.27	 567.60	
RPLP0	 63870	 1.90	 8.00E-29	 44021.58	 44088.15	 85755.87	 81616.10	
FJX1	 618.4	 1.90	 6.30E-10	 421.96	 430.01	 830.24	 791.30	
HR	 1619	 1.91	 2.46E-15	 1080.06	 1147.69	 2021.04	 2226.99	
GULP1	 7910	 1.91	 1.61E-24	 5217.24	 5640.92	 10453.09	 10328.05	
LOC100422737	 41.62	 1.92	 9.34E-02	 18.31	 38.82	 37.03	 72.34	
CAV2	 8663	 1.92	 1.01E-24	 5699.60	 6173.46	 11536.70	 11240.66	
DDC	 2152	 1.93	 2.43E-16	 1357.40	 1582.68	 2887.34	 2782.34	
KRT20	 99.94	 1.93	 3.33E-03	 68.65	 67.69	 127.65	 135.78	
THSD7A	 938.9	 1.94	 2.91E-11	 613.25	 665.92	 1127.46	 1348.88	
FBXO33	 788	 1.94	 9.38E-12	 513.49	 559.41	 1024.16	 1055.06	
LAD1	 11964	 1.94	 1.56E-23	 8669.77	 7600.86	 15829.21	 15755.84	
MICB	 3553	 1.94	 2.35E-22	 2373.39	 2454.65	 4557.57	 4824.58	
SDCBP2	 188.8	 1.95	 1.24E-04	 119.90	 136.37	 226.08	 272.67	
SKAP2	 4101	 1.95	 1.59E-22	 2684.59	 2875.70	 5263.09	 5579.15	
GLYCTK	 553.5	 1.96	 5.91E-07	 450.33	 296.63	 774.70	 692.25	
NAAA	 388.3	 1.97	 8.54E-08	 249.88	 273.73	 539.85	 489.69	
KRT12	 115.6	 1.98	 2.28E-03	 93.36	 61.71	 163.71	 143.57	



DSG3	 1540	 1.98	 1.84E-17	 1071.82	 991.42	 2015.19	 2081.19	
NTN4	 2672	 1.99	 1.18E-22	 1810.47	 1768.82	 3573.36	 3535.80	
SLC35G1	 279.3	 1.99	 1.34E-06	 183.98	 190.12	 361.53	 381.74	
RHPN2	 5053	 2.00	 1.82E-26	 3263.06	 3468.96	 6678.99	 6800.04	
DNAJB9	 1689	 2.01	 8.97E-17	 1035.21	 1212.39	 2230.55	 2278.18	
FGB	 92.4	 2.01	 3.94E-03	 50.34	 72.66	 120.83	 125.76	
RAB7A	 24419	 2.02	 3.15E-34	 16208.22	 16147.34	 32328.86	 32990.78	
EGR2	 63.5	 2.02	 1.17E-02	 40.27	 43.80	 80.88	 89.03	
CGB1	 40.07	 2.03	 4.91E-02	 32.95	 19.91	 50.67	 56.76	
BACE2	 2101	 2.03	 4.37E-22	 1392.18	 1380.62	 2791.84	 2841.33	
ATG9B	 85.43	 2.03	 3.55E-03	 53.09	 59.72	 119.86	 109.07	
ZSCAN12P1	 202.6	 2.03	 2.81E-05	 131.80	 135.37	 240.69	 302.72	
LOC101927136	 48.46	 2.05	 2.54E-02	 35.70	 27.87	 62.37	 67.89	
ZNF703	 36.26	 2.05	 4.98E-02	 24.71	 22.89	 50.67	 46.74	
SLC17A5	 1248	 2.07	 1.01E-14	 737.74	 888.89	 1593.25	 1771.80	
CYP1B1	 4410	 2.07	 2.76E-27	 2834.70	 2904.57	 5718.16	 6181.25	
SLC46A3	 590.7	 2.08	 5.79E-11	 412.80	 355.36	 838.04	 756.80	
APBB1IP	 1426	 2.09	 1.06E-17	 855.81	 990.42	 1894.36	 1962.11	
NRP2	 97.52	 2.11	 1.39E-03	 54.00	 71.67	 128.63	 135.78	
JDP2	 108.7	 2.11	 6.27E-04	 75.05	 64.70	 154.94	 140.23	
KAZN	 122.4	 2.11	 4.15E-04	 66.82	 90.58	 161.76	 170.28	
SPRR3	 4112	 2.12	 8.72E-30	 2574.75	 2701.51	 5577.84	 5593.62	
GLIPR1	 2092	 2.12	 2.90E-23	 1286.00	 1397.54	 2820.10	 2864.70	
AKR1B1	 9218	 2.13	 1.16E-28	 6304.62	 5481.65	 12634.92	 12452.65	
AGPAT9	 986	 2.13	 2.78E-17	 625.15	 633.07	 1312.60	 1373.36	
IRS2	 374.3	 2.13	 1.92E-09	 240.73	 236.90	 524.26	 495.26	
ROR1-AS1	 31.48	 2.15	 5.15E-02	 20.14	 19.91	 45.80	 40.07	
SETD7	 2198	 2.16	 1.50E-21	 1296.07	 1489.11	 2871.75	 3136.26	
IL6R	 319.2	 2.17	 1.02E-08	 210.52	 192.11	 433.64	 440.72	
IL31RA	 94.75	 2.17	 1.36E-03	 71.39	 47.78	 121.81	 138.00	
PADI1	 433.4	 2.18	 2.04E-09	 305.71	 239.89	 631.45	 556.47	
PTGS2	 883.3	 2.18	 2.92E-15	 528.13	 582.31	 1127.46	 1295.46	
RASSF2	 189.3	 2.19	 6.53E-06	 131.80	 105.51	 248.49	 271.56	
KCCAT211	 70.73	 2.21	 1.08E-02	 26.54	 61.71	 78.93	 115.75	
LOXL2	 568.5	 2.23	 4.59E-13	 366.12	 337.44	 742.54	 828.02	
CCAT1	 1769	 2.23	 1.16E-20	 998.60	 1191.49	 2346.51	 2538.61	
SFTA1P	 197.8	 2.23	 1.32E-06	 116.24	 128.41	 267.00	 279.35	
ABCB11	 52.51	 2.24	 8.86E-03	 32.04	 32.85	 67.24	 77.91	
GAL	 65.76	 2.25	 3.22E-03	 41.19	 39.82	 89.65	 92.37	
FTL	 1E+05	 2.27	 3.90E-34	 85991.05	 83435.22	 207770.63	 176828.94	
VWA9	 1642	 2.27	 5.86E-26	 986.70	 1020.28	 2289.99	 2272.62	



LOC80078	 882.1	 2.29	 2.06E-15	 471.38	 602.22	 1201.52	 1253.17	
LINC00520	 63.21	 2.32	 7.48E-03	 53.09	 22.89	 86.73	 90.15	
C8orf4	 395.1	 2.32	 9.09E-12	 239.81	 235.91	 558.37	 546.45	
PM20D2	 2371	 2.33	 1.92E-23	 1266.78	 1579.70	 3292.72	 3344.37	
YBX3	 7354	 2.34	 1.57E-38	 4614.05	 4183.66	 10154.90	 10461.60	
CCDC80	 34.15	 2.35	 2.63E-02	 23.80	 16.92	 53.60	 42.29	
SERPINB7	 191.5	 2.36	 1.01E-06	 98.85	 129.40	 281.62	 255.98	
SRPR	 3581	 2.36	 2.56E-36	 2076.83	 2185.89	 4934.69	 5125.07	
MUC4	 1016	 2.39	 3.17E-21	 575.73	 622.12	 1501.65	 1364.46	
YBX3P1	 777.8	 2.42	 6.18E-20	 460.40	 449.92	 1101.15	 1099.58	
IL1B	 198.3	 2.42	 1.00E-07	 115.33	 116.46	 270.90	 290.48	
SLC7A5P1	 43.1	 2.43	 1.10E-02	 27.46	 22.89	 73.08	 48.97	
EIF5A2	 1841	 2.43	 1.04E-31	 1083.72	 1061.09	 2625.21	 2593.14	
IGFBP1	 2395	 2.45	 4.93E-22	 1581.65	 1195.47	 3244.00	 3560.28	
UBE2D1	 2345	 2.49	 2.75E-34	 1318.95	 1368.67	 3485.66	 3208.60	
C6orf222	 109.3	 2.51	 3.15E-05	 54.92	 69.68	 158.84	 153.59	
SPRR2D	 105	 2.52	 3.03E-05	 58.58	 60.72	 148.12	 152.47	
A1CF	 68.56	 2.52	 1.26E-03	 31.12	 46.78	 82.83	 113.52	
UAP1L1	 484.9	 2.52	 9.18E-16	 283.74	 266.77	 704.54	 684.46	
LMLN	 1115	 2.53	 2.55E-24	 639.80	 623.12	 1492.88	 1705.02	
MB	 95.96	 2.53	 5.77E-05	 55.83	 52.76	 138.37	 136.89	
C7orf57	 53.88	 2.53	 2.39E-03	 32.04	 28.87	 71.14	 83.47	
FTH1P3	 57005	 2.56	 1.17E-31	 35749.06	 28331.01	 87681.42	 76257.31	
FAM49B	 4704	 2.58	 3.22E-45	 2520.75	 2741.33	 6813.46	 6738.83	
HIST1H2BK	 2426	 2.58	 4.57E-23	 1556.02	 1155.66	 3706.87	 3284.28	
FTH1	 3E+05	 2.61	 6.02E-35	 187931.28	 148695.48	 460300.39	 417442.52	
CASC19	 180	 2.61	 2.87E-07	 90.62	 108.50	 220.23	 300.49	
CLDN18	 723.5	 2.62	 3.28E-22	 397.24	 403.14	 1039.75	 1053.95	
SERPINB9	 1272	 2.63	 6.77E-27	 654.44	 747.54	 1751.11	 1935.40	
NRCAM	 3048	 2.65	 1.97E-29	 1470.89	 1870.35	 4220.41	 4632.04	
DDAH1	 9243	 2.67	 9.34E-57	 4922.51	 5163.13	 13223.49	 13662.41	
INHBA	 1537	 2.68	 3.15E-29	 777.09	 891.88	 2104.85	 2372.78	
CCBE1	 223.7	 2.69	 8.82E-10	 130.89	 111.48	 310.85	 341.67	
SPRR1A	 298.3	 2.70	 4.06E-12	 162.92	 159.26	 401.48	 469.66	
CLEC4E	 95.25	 2.71	 3.45E-05	 42.10	 60.72	 141.30	 136.89	
FGA	 69.2	 2.71	 2.42E-04	 34.78	 39.82	 104.27	 97.94	
SERPINB2	 8486	 2.74	 1.66E-41	 4190.27	 4882.43	 11632.19	 13239.49	
UNC5B	 187.1	 2.77	 8.37E-08	 122.65	 75.65	 271.88	 278.23	
DHRS9	 255.1	 2.78	 5.02E-11	 151.94	 117.46	 377.12	 373.95	
LINC00628	 31.62	 2.79	 1.01E-02	 16.48	 16.92	 41.90	 51.20	
RGS4	 40.06	 2.82	 3.33E-03	 21.05	 20.90	 60.42	 57.87	



SPRR2E	 67.43	 2.85	 1.94E-04	 30.21	 39.82	 90.63	 109.07	
SERPINB4	 213	 2.86	 2.88E-10	 106.18	 114.47	 286.49	 345.01	
SPRR2B	 93.37	 2.88	 7.41E-06	 50.34	 45.79	 139.35	 138.00	
MUC16	 69.82	 2.88	 1.43E-04	 31.12	 40.81	 91.60	 115.75	
SERPINB3	 271.9	 2.95	 2.62E-13	 129.06	 146.32	 392.71	 419.58	
SPRR2A	 297.6	 3.02	 1.46E-14	 153.77	 142.34	 419.02	 475.22	
ZBED2	 119.5	 3.07	 1.26E-07	 55.83	 61.71	 174.43	 185.86	
SPRR2F	 31.21	 3.09	 5.35E-03	 15.56	 14.93	 40.93	 53.42	
SUN3	 68.27	 3.15	 3.16E-05	 33.87	 31.85	 99.40	 107.95	
IL13RA2	 31.42	 3.16	 6.34E-03	 20.14	 9.95	 39.95	 55.65	
NAV3	 101.1	 3.17	 1.34E-06	 40.27	 56.74	 138.37	 169.17	
MAF	 73.14	 3.56	 1.30E-05	 43.02	 20.90	 114.01	 114.63	
GCLM	 4614	 3.57	 2.68E-55	 1781.18	 2258.56	 7238.33	 7176.22	
SPRR1B	 598.8	 3.65	 4.45E-27	 261.78	 252.83	 823.42	 1057.29	
ABCC2	 1826	 5.87	 4.89E-80	 460.40	 604.21	 3060.80	 3177.43	
HMOX1	 13004	 83.96	 0.00E+00	 342.32	 268.76	 26026.02	 25380.52	
	

	

	

	

	

	

	

	

	

	

	

	

	

	

	

	

	

	



Table	S2:	RT-qPCR	primers	

SYBR	RT-qPCR	primers	 Sequence	(5’-3’)	
BACH1_Fwd	 ACAGTGAATCCTGTTCAGCCA	
BACH1_Rev	 AGCTTGTGCATTTTCAACAAGGA	
HMOX1_Fwd	 CCCATGACACCAAGGACCAG	
HMOX1_Rev	 GGCTTCCCTCTGGGAGTCT	
GCLM_Fwd	 TCTTGCCTCCTGCTGTGTGATG	
GCLM_Rev	 TTGGAAACTTGCTTCAGAAAGCAG	
GCLC_Fwd	 GGAAGTGGATGTGGACACCAGA	
GCLC_Rev	 GCTTGTAGTCAGGATGGTTTGCG	
NRF2_Fwd	 CACATCCAGTCAGAAACCAGTGG	
NRF2_Rev	 GGAATGTCTGCGCCAAAAGCTG	
PGK1_Fwd	 TAACAAGCTGACGCTGGAC	
PGK1_Rev	 GCAGCCTTAATCCTCTGGTT	

TPRG1L_Fwd	 ATCCAGGGAGTGTGGCTGCTTA	
TPRG1L_Rev	 GGCACTGGAGACTGATGAAGTC	
ABCC2	_Fwd	 GCCAACTTGTGGCTGTGATAGG	
ABCC2_Rev	 ATCCAGGACTGCTGTGGGACAT	
DDAH1_Fwd	 ATGCAGTCTCCACAGTGCCAGT	
DDAH1_Rev	 TTGTCGTAGCGGTGGTCACTCA	

Taqman	RT-qPCR	primers		 Sequence	(5’-3’)	
CFTR	exon	5	Fwd	 AGCTGTCAAGCCGTGTTCTAGATA	
CFTR	exon	6	Rev	 ATGAGGAGTGCCACTTGCAAA	

CFTR	exon	5/6	probe	 /56-
FAM/CACACGAAA/ZEN/TGTGCCAATGCAAGTCCTT/3’IABkFQ/	

B2M	Fwd	 AAGTGGGATCGAGACATGTAAG	
B2M	Rev	 GCAAGCAAGCAGAATTTGGA	
B2M	probe	 /56-JOEN/TCATGGAGG/ZEN/TTTGAAGAT	GCCGCA/3’IABkFQ/		
PGK1	probe	 /56-JOEN/CGACTCTCA/ZEN/TAACGACCCGCTTCC/3’IABkFQ/	

	
	
Table	S3:	ChIP-qPCR	primers	

-44	kb	Fwd	 AGTGAGATTAGTTGTCTCTTTTGGAGATAA	
-44	kb	Rev	 CCCTTGACTATTTTGTGCACATG	
-20.9	kb	Fwd	 CCGGGATGTTGTTTGAAGCTT	
-20.9	kb	Rev	 TTTAAATAGTTGAATAGAGGACGAGATACTTT	

Promoter	-2	kb	Fwd	 TTGAACAATTTTCTGGTGGATAAGTC	
Promoter	-2	kb	Rev	 ATGCACTAATTGCGACATGATATTC	

+6.8	kb	Fwd	 TCTTCTTTCCCATTCACCTTTGTC	
+6.8	kb	Rev	 TTTTGGTTTCATTTATCAGCACATC	

BACH1_Hmox1	Fwd	 GCTGGGGGCTTCACACTTTA	
BACH1_Hmox1	Rev	 AGGCCGGCCATTTTAACAGA	
BACH1_GCLM	Fwd	 ACGCGTACACTCTACCCAGA	
BACH1_GCLM	Rev	 CCGGCTCAAGTGTCCTCTTT	

	



Table	S4:	4C-seq	primers	

Viewpoint	 Primary	
enzyme	

Secondary	
enzyme	

Reading	primer	 Non-reading	primer	

-80.1	kb	
	

NlaIII	 Csp6I	 TACACGACGCTCTTCCGA
TCTACTGAGAACTTACA

GGGCAGTC	

ACTGGAGTTCAGACGTGTGCT
CTTCCGATCTCTGGTAGCTTTT

GGTTGAATG	
-20.9		

	
NlaIII	 DpnII	 TACACGACGCTCTTCCGA

TCTTTAACAAAGTTTAGG
TAAATGACCA	

ACTGGAGTTCAGACGTGTGCT
CTTCCGATCTCAAAGTGAGCT

ATTTTGTTTTCTC	
2nd	round	primers	

2nd	round_	
Universal	Fwd	

primer	

AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCT	
	

2nd	round_	
Reverse	
primer	

CAAGCAGAAGACGGCATACGAGATXXXXXXXXGTGACTGGAGTTCAGACGTGTGCT	
	

XXXXXXXX	denotes	unique	index	sequences	
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