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Background: The thyroid gland has a special relationship with oxidative stress. While generation of oxidative
substances is part of normal iodide metabolism during thyroid hormone synthesis, the gland must also defend
itself against excessive oxidation in order to maintain normal function. Antioxidant and detoxification enzymes
aid thyroid cells to maintain homeostasis by ameliorating oxidative insults, including during exposure to excess
iodide, but the factors that coordinate their expression with the cellular redox status are not known. The
antioxidant response system comprising the ubiquitously expressed NFE2-related transcription factor 2 (Nrf2)
and its redox-sensitive cytoplasmic inhibitor Kelch-like ECH-associated protein 1 (Keap1) defends tissues
against oxidative stress, thereby protecting against pathologies that relate to DNA, protein, and/or lipid oxi-
dative damage. Thus, it was hypothesized that Nrf2 should also have important roles in maintaining thyroid
homeostasis.
Methods: Ubiquitous and thyroid-specific male C57BL6J Nrf2 knockout (Nrf2-KO) mice were studied. Plasma
and thyroids were harvested for evaluation of thyroid function tests by radioimmunoassays and of gene and
protein expression by real-time polymerase chain reaction and immunoblotting, respectively. Nrf2-KO and
Keap1-KO clones of the PCCL3 rat thyroid follicular cell line were generated using CRISPR/Cas9 technology
and were used for gene and protein expression studies. Software-predicted Nrf2 binding sites on the thyro-
globulin enhancer were validated by site-directed in vitro mutagenesis and chromatin immunoprecipitation.
Results: The study shows that Nrf2 mediates antioxidant transcriptional responses in thyroid cells and protects
the thyroid from oxidation induced by iodide overload. Surprisingly, it was also found that Nrf2 has a dramatic
impact on both the basal abundance and the thyrotropin-inducible intrathyroidal abundance of thyroglobulin
(Tg), the precursor protein of thyroid hormones. This effect is mediated by cell-autonomous regulation of Tg
gene expression by Nrf2 via its direct binding to two evolutionarily conserved antioxidant response elements in
an upstream enhancer. Yet, despite upregulating Tg levels, Nrf2 limits Tg iodination both under basal conditions
and in response to excess iodide.
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Conclusions: Nrf2 exerts pleiotropic roles in the thyroid gland to couple cell stress defense mechanisms to iodide
metabolism and the thyroid hormone synthesis machinery, both under basal conditions and in response to excess
iodide.

Keywords: Nrf2, thyroid, thyroglobulin, iodide, oxidative stress, animal testing alternatives

Introduction

Oxidative stress (OS) ensues when reactive species
overwhelm the cell’s antioxidant and detoxification

systems (1,2). In addition to protein and lipid damage, OS
causes mutations and epigenetic perturbations, thereby
leading to, or exacerbating, various diseases such as cancer,
neurodegeneration, ischemia–reperfusion injury, chronic
obstructive pulmonary disease, and many others. Disorders
linked to oxidation affect tissues that are exposed to the en-
vironment (e.g., the skin, lung, and digestive tract), generate
high amounts of free radicals (e.g., the muscle), function in
detoxification (e.g., the liver, kidney, and placenta), or are
particularly stress sensitive (e.g., neurons). In comparison,
relatively little is known about the role of OS in the thyroid,
an organ that generates high amounts of the oxidant hydrogen
peroxide (H2O2) to oxidize iodide (I–, the anion of iodine)
and iodinate thyroglobulin (Tg) during the synthesis of thy-
roid hormones in the lumen of the spherical structures (fol-
licles) formed by thyroid follicular cells. It has been shown
that compared to other tissues, the thyroid has increased ca-
pacity to defend itself against OS (3). Specific antioxidant
and detoxification enzymes have been identified that pre-
sumably help thyroid cells to maintain homeostasis by
ameliorating oxidative insults, including glutathione perox-
idase 2 (Gpx2) and thioredoxin reductase 1 (Txnrd1) (4,5).
While a minimal oxidative load is necessary for normal
thyroid cell function (6,7), the gland’s antioxidant defense is
activated by intrathyroidal OS occurring during iodide defi-
ciency, goitrogenesis, or high iodide-induced involution of
goiter (5,8,9). Yet, it is not well understood which systems
allow thyrocytes to sense and respond to OS, and it is un-
known whether the antioxidant defense mechanisms are
coupled to the thyroid hormone synthesis process.

The ubiquitously expressed transcription factor NFE2-
related transcription factor 2 (Nrf2) is a plausible candidate
for mediating the thyroid’s antioxidant response. In the ab-
sence of OS, Nrf2 binds to its cytoplasmic inhibitor Kelch-
like ECH-associated protein 1 (Keap1) (10,11), which targets
Nrf2 for poly-ubiquitination and subsequent proteasomal
degradation. Keap1 also functions as a sensor of oxidants and
electrophiles, which react with its redox-sensitive cysteines
(12,13). Oxidative stressors abolish the inhibition of Nrf2 by
Keap1; Nrf2 then accumulates in the nucleus where it tran-
scriptionally activates protective genes through antioxidant
response elements (AREs) in their regulatory sequences (14–16).
Across the evolutionary spectrum, Nrf2 is required to defend
organisms against OS and to protect against stress-related
pathologies by preventing DNA, protein, and lipid oxidative
damage (17), functioning as a multi-organ protector (18).
In animal models of disease, pharmacological activation
of Nrf2 by various synthetic and natural compounds can
prevent cancer and other disorders linked to OS (19–21).
Regarding the thyroid, a recent preliminary study suggested

that Nrf2 is activated in the thyroid of rats in response to
exposure to pharmacological doses of iodide, but the poten-
tial physiological relevance of this phenomenon was not
addressed (22). Using ubiquitous and thyroid-specific Nrf2
knockout (Nrf2-KO) mice and Nrf2- or Keap1-KO thyroid
follicular cell lines, this study shows that Nrf2 mediates an-
tioxidant transcriptional responses in thyroid cells and pro-
tects the thyroid from oxidation induced by iodide overload.
Surprisingly, the study also found that Nrf2 has a dramatic
impact on both the basal abundance and the thyrotropin
(TSH)-inducible abundance of Tg in the thyroid. This effect
is mediated by direct, cell-autonomous regulation of Tg gene
expression by Nrf2 via two evolutionarily conserved AREs.
Thus, Nrf2 couples cell stress defense mechanisms to iodide
metabolism and the thyroid hormone synthesis machinery.

Methods

Nrf2 knockout mice

C57BL/6J Nrf2+/- mice (15) were obtained from RIKEN
BRC (Tsukuba, Japan). Nrf2 wild-type (WT) and knockout
(Nrf2-KO) mice were generated by mating Nrf2+/- males and
females. Offspring were genotyped, as previously described
(15). For iodide challenge, male WT and Nrf2-KO mice
(three to four months old) fed a standard diet were supplied
with normal tap water with or without 0.05% sodium iodide
(NaI) for seven days. Mice were housed in the animal facility
of the University of Patras Medical School in temperature-,
light-, and humidity-controlled rooms with a 12-hour light/
dark cycle. All animal procedures were approved by the local
Institutional Review Board and were in accordance with
European Commission Directive 86/609/EEC.

Nrf2 thyroid-specific KO mice

Mice expressing Cre recombinase under control of the
Pax8 locus (Pax8[Cre/+]) (23) were crossed with Nrf2 flox/
flox mice that harbor flox sites flanking the DNA-binding
domain (exon 5) of the Nrf2 gene (24). The resulting
Pax8(Cre/+)-Nrf2 flox/+ mice were backcrossed with Nrf2
flox/flox mice to obtain Pax8(Cre/+)-Nrf2 flox/flox mice,
hereafter referred to as thyroid-specific Nrf2 KO (ts-KO).
Pax8 and Nrf2 alleles were genotyped by polymerase chain
reaction (PCR) using primers and conditions described
in Supplementary Tables S1–S4 (Supplementary Data are
available online at www.liebertpub.com/thy). Thyroid-
specific Nrf2 disruption as a result of recombination of the
Nrf2 floxed allele was confirmed by genotyping thyroid
DNA. Real-time reverse transcription (RT)-PCR was also
used to confirm the thyroid-specific Nrf2 deletion using
primers targeting the exon 5 of Nrf2 (Supplementary
Table S5). Nrf2 flox/flox mice were used as a control group
in experiments. Mice were housed in the animal facility of
the Department of Physiology at the University of Lausanne
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in temperature-, light-, and humidity-controlled rooms with
a 12-hour light/dark cycle. All animal procedures were in
accordance with Swiss legislature and approved by the
Canton of Vaud SCAV.

Tissue collection

Mice were sacrificed by cervical dislocation immediately
before removal of the thyroid gland. Thyroids were surgically
dissected under a stereomicroscope and were immediately
submerged in RNAlater solution for RNA and protein iso-
lation or in 4% neutral-buffered formalin for tissue fixation
and subsequent histology. Blood was collected with cardiac
puncture.

Hormonal measurements

Plasma was collected using heparin- (Nrf2-KO mice and
controls) or EDTA-coated tubes (ts-KO mice and controls)
and was centrifuged at 2000 g for 20 min at 4�C. The dif-
ference in collection methods reflects the local practices in
the respective laboratories (University of Patras and Lau-
sanne University Hospital, respectively). Serum tests of
thyroid function, including TSH, total thyroxine (T4) and
total triiodothyronine (T3), were measured at the University
of Chicago, as previously described in detail (25). Briefly,
total T4 and T3 concentrations were measured in plasma with
a coated tube radioimmunoassay (RIA) lit (Siemens Medical
Solutions Diagnostics, Los Angeles, CA) adapted for mice
using 25 and 50 lL of plasma, respectively. TSH was mea-
sured in 50 lL of plasma using a sensitive, heterologous,
disequilibrium, double-antibody precipitation RIA. In one
experiment (Nrf2-KO vs. WT, with or without NaI), total T4
was also measured at the University of Patras using an
enzyme-linked immunosorbent assay kit (DET4105T100
Thyroxine (T4) Mouse/Rat; Demeditec Diagnostics, Kiel,
Germany).

RNA isolation and real-time PCR

Total RNA from thyroid tissue and from cell lines was
isolated using TRIzol (Invitrogen, Carlsbad, CA) and further
purified using the RNeasy mini-kit with DNAse digestion
(Qiagen, Valencia, CA). For thyroid tissue, cDNA was syn-
thesized using 250 ng of RNA and the SuperScript VILO
cDNA Synthesis Kit (Invitrogen). For cell lines, cDNA was
synthesized using 500 ng of RNA and the PrimeScript cDNA
Synthesis Kit (Takara Bio, Kusatsu, Japan). cDNA was di-
luted 20 times, and 5 lL was used for each reaction of 15 lL
final volume. Real-time PCRs were performed on StepOne-
Plus or ViiA 7 Real-Time PCR System instruments (Applied
Biosystems, Foster City, CA) using FAST SYBR green
(Kapa Biosystems, Woburn, MA) under the following
conditions: 3 min at 95�C, followed by 40 cycles of 10 s at
95�C and 25 s at 60�C. The primers used are shown in
Supplementary Table S5. Melting curve analysis was used
to confirm gene-specific amplification. Gene expression in
thyroid tissues was quantified using relative standard curves
derived from serial dilutions of pooled cDNAs with Foxe1
as the reference gene. Foxe1 was selected based on deep-
sequencing data (not included in this study) showing no
change in its expression levels between KO and WT mice
with or without NaI treatment. Relative gene expression in

cell lines was quantified by the comparative cycle threshold
method using Rpl19 as the reference gene.

Protein isolation, Western immunoblotting,
immunohistochemistry, and analysis
of protein oxidation

Total protein isolation from mouse thyroid tissues was
performed with simple modifications of the TRIzol manu-
facturer’s protocol published recently by the authors (26).
Briefly, the manufacturer’s protocol is followed until the
precipitation of proteins from the phenol–ethanol superna-
tant, at which step the protein pellet is completely dissolved
in 50–100 lL of 7 M GndCl solution, and then proteins are
precipitated again by adding 1900 lL of 100% ethanol. This
step is repeated, followed by a final wash of the protein pellet
with 100% ethanol. After a 10 min air-drying period, the
protein pellet is solubilized in 100–200 lL of buffer of 8 M
urea, 40 mM of Tris, pH 8, 1% sodium dodecyl sulfate (SDS),
and 1· Halt protease inhibitor cocktail (Thermo Fisher Sci-
entific, Ecublens, Switzerland). Total protein extracts from
PCCL3 cells were prepared using RIPA buffer (50 mM of
Tris, pH 8, 150 mM of NaCl, 1% Nonidet P-40, 0.5% sodium
deoxycholate, 0.1% SDS) supplemented with protease in-
hibitor cocktail and 5 lM of MG-132. Protein concentration
in all samples was measured by the Pierce BCA protein assay
kit (Thermo Fisher Scientific).

For Western blots, 20 lg (cell protein extracts) or 10 lg
(thyroid protein extracts, 50 ng for the detection of Tg) was
used, and they were performed as previously described
(27) with minor modifications. Briefly, protein extracts were
resolved on Bis-Tris-MOPS polyacrylamide gels or Tris-
glycine sodium dodecyl sulfate polyacrylamide gel electro-
phoresis (SDS-PAGE), followed by electrotransfer onto
polyvinylidene fluoride membranes (Amersham Biosciences,
Little Chalfont, United Kingdom) with Tris-Bicine Transfer
Buffer (25 mM of Bicine, 25 mM of Bis-Tris, 1 mM of
EDTA, pH 7.2). Membranes were blocked at least 2 h with
5% nonfat dry milk in TBST (10 mM of Tris-HCl, pH 7.4,
150 mM of NaCl, 0.1% Tween 20), and incubated overnight
with the indicated antibodies. After incubation with a
horseradish peroxidase-conjugated secondary antibody, im-
munoreactive bands were visualized by WesternBright ECL
(cell extracts) or WesternBright Sirius (tissue extracts) (Ad-
vansta, Menlo Park, CA), and recorded using a CCD image
sensor (ChemiDoc XRS, Bio-Rad Laboratories, Cressier,
Switzerland) or exposed to X-ray film (Fuji RX; Fujifim,
Tokyo, Japan). The following primary antibodies were used:
antithyroglobulin (A0251, 1:10,000; Dako, Glostrup, Den-
mark); anti-TG-I (28) (1:3000); anti-NIS (29) (1:5000); anti-
Nrf2 (sc-13032, 1:1000; Santa Cruz Biotechnology, Dallas,
TX); anti-BiP (3183, 1:1000; Cell Signaling Technology,
Danvers, MA), anti-PERK (3192, 1:1000; Cell Signaling
Technology); anti-Phospho-PERK (Thr980; 3179, 1:1000;
Cell Signaling Technology); anti-SAPK/JNK (9252, 1:1000;
Cell Signaling Technology); anti-Phospho-SAPK/JNK
(Thr183/Tyr185; 9251, 1:1000; Cell Signaling Technology);
anti-Atg12 (4180, 1:1000; Cell Signaling Technology); anti-
Beclin-1 (3738, 1:1000; Cell Signaling Technology); anti-
LC3B (2775, 1:1000; Cell Signaling Technology); anti-vinculin
(SAB4200080, 1:5000; Sigma–Aldrich, St. Louis, MO), and
anti-b-actin (4967, 1:5000; Cell Signaling Technology).
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Secondary antibodies were anti-mouse HRP (#7076) and
anti-rabbit HRP (#7074), both from Cell Signaling Tech-
nology (1:5000).

Immunohistochemistry was performed on slices from
formalin-fixed paraffin-embedded thyroid tissues, as pre-
viously described (27), using primary antibodies against 4-
hydroxynonenal (4-HNE; ab46545, 1:350; Abcam, Cambridge,
United Kingdom) and cleaved caspase-3 (Asp175; 9661, 1:200;
Cell Signaling Technology). Specific binding was detected with
the Envision kit (Dako), and the color reaction was visualized
with 3,3¢-diaminobenzidine. For negative controls, blocking
solution was added instead of primary antibody.

Protein oxidation in thyroid tissue extracts was evaluated
by assaying the amount of carbonyl groups on proteins
from pooled samples of each experimental group using the
OxyBlot Protein Oxidation Detection kit (S7150; Merck
Millipore, Billerica, MA) following the manufacturer’s
protocol. Briefly, 10 lg of protein samples were derivatized
with 2,4-dinitrophenylhydrazine, and samples were loaded
onto a 6% or 10% SDS-PAGE. Western immunoblotting
was performed, as described above, using a specific anti-
body provided in the kit.

Cell culture

PCCL3 cells, a clonal rat thyroid cell line (30) were cul-
tured in Coon’s modified Ham’s F-12 medium supplemented
with 5% fetal bovine serum (FBS), 1% streptomycin/penicillin,
and a six-hormone (6H) mixture comprising 0.5 mIU/mL of
TSH, 10 lg/mL of insulin, 5 lg/mL of human Apo trans-
ferrin, 10 nM of hydrocortisone, 10 ng/mL of somatostatin,
and 10 ng/mL of glycyl-L-histidyl-L-lysine acetate, here-
after referred to as 6H complete medium (30). Cells were
cultured at 37�C, 5% CO2, in a humidified incubator. Cul-
ture media and supplements were all from Sigma–Aldrich.
The starvation medium, hereafter referred to as 4H medium,
contained 0.2% FBS and four of the six hormones from the
6H medium (it lacked TSH and insulin). HeLa cells were
cultured in Dulbecco’s modified Eagle’s medium supple-
mented with 10% (v/v) fetal calf serum.

Cell treatments

Unless otherwise stated, all chemicals were from
Sigma–Aldrich. The following compounds were used for
cell treatments: sulforaphane (SLF; R-1-isothiocyanato-4-
methylsulfinylbutane) and CDDO-imidazole (CDDO-Im; 1-
[2-cyano-3-,12-dioxooleana-1,9(11)-dien-28-oyl]imidazole) are
Nrf2 activators; the latter was a gift from Prof. M. Sporn (Geisel
School of Medicine, Dartmouth, NH) (31). Brusatol, an inhibitor
of Nrf2 signaling, was a gift from Prof. D. Zhang (University
of Arizona, Tucson, AZ) (32). OS conditions were induced
using H2O2 or glucose oxidase (GOx); the latter generates
H2O2 in the culture medium of the cells. NaI and the iodolipid
2-iodohexadecanal (2-IHDA) (33) were used to study the ef-
fects of iodide and its metabolites in cells.

Generation of stable ARE-Luc PCCL3 cell lines

A luciferase reporter plasmid (pNqo1-ARE-luc) bearing
the ARE present in the 5¢-flanking region of the rat quinone
reductase gene (34,35) was used to create a stable PCCL3-
ARE reporter cell line. PCCL3 cells plated into six-well

plates 24 hours earlier were transfected with pNqo1-ARE-luc
(500 ng), along with a pcDNA3.1 (50 ng) plasmid containing
the neomycin selectable marker (Invitrogen) using a com-
mercial transfection kit (jetPrime; Polyplus, Illkirch, France).
Cells were split into 96-well plates 48 hours later and then
selected using 500 lg/mL of G418 (Invitrogen) in the me-
dium for three weeks. Resistant clones were isolated and
screened by measuring their basal and inducible (obtained by
treatment with 5 lM of sulforaphane; Enzo Life Sciences,
Inc., Lausen, Switzerland) luciferase activities using the
Luciferase Assay System (Promega, Madison, WI). A clone
that displayed low background and high inducible luciferase
activity was passaged and used in downstream experiments.

Promoter analysis and Tg promoter reporters

The promoter sequences for human and mouse Tg were
downloaded from the EPDnew database (http://epd.vital-it.
ch) (36) (Promoter ID: TG_1) and the rat promoter from
NCBI GenBANK database (RefSeq: NC_005106.4). The
JASPAR core database (http://jaspar.genereg.net) (37) was
used to identify potential Nrf2 binding sites (ARE weight
matrix, MA0150.2; relative score 0.80) in a 3.5 kb region
upstream from the translation start site of the Tg gene. The
previously described luciferase reporter vector hTGenh/prm-
Luc (38) containing the human Tg upstream enhancer (39)
and proximal basic Tg promoter (40) cloned upstream of the
luciferase reporter gene of the PGL3 vector (hereafter, pTg)
were used. The AREs were mutagenized, each one individ-
ually (pTg_mut_ARE1, pTg_mut_ARE2), as well as both
together (pTg_mut_ARE1/2). The presence of ARE se-
quences in the enhancer region of the Tg promoter was
confirmed by Sanger sequencing. The pTg vector was used
as a template to create mutant versions of the core ARE
sequences, named pTg_mut_ARE1 and pTg_mut_ARE2.
Mutations were generated using the QuikChange II Site-
Directed Mutagenesis Kit (Stratagene, San Diego, CA)
following the manufacturer’s protocol. After verification by
Sanger sequencing, pTg_mut_ARE1 was used as a template
to create the double mutant vector pTg_mut_ARE1/2. Pri-
mers used for mutagenesis and sequencing are listed in
Supplementary Table S6.

RNA interference

Silencing of Nrf2 and Keap1 was performed using siRNAs
from Santa Cruz Biotechnology (sc-156128 and sc-270459,
respectively). The non-targeting negative control siRNA (sc-
37007) was tested in parallel. PCCL3 cells were transfected
either under starvation conditions (4H medium for 5 days) or
under complete (6H) medium at a final siRNA concentration
of 20 nM using Lipofectamine RNAiMax (Invitrogen).
Compound treatments were performed 24 hours later, and
cells were collected 48 hours after the siRNA transfections.

Chromatin immunoprecipitation

Cells grown in 15 cm dishes in complete 6H medium for
48 hours (after initial plating of four million cells) were treated
with 5 lM of SLF or 0.1% dimethyl sulfoxide vehicle. Fol-
lowing 24 hours of treatment, cells were used for chromatin
immunoprecipitation (ChIP) assays using the HighCell ChIP
kit (Diagenode, Liege, Belgium) following the manufacturer’s
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instructions. A 1% portion of sheared cross-linked chromatin
from each experimental condition was saved to serve as input
DNA, and the rest was divided into equal parts and im-
munoprecipitated overnight at 4�C using 4lg of rabbit-anti-Nrf2
polyclonal antibody (sc-13032 X; Santa Cruz Biotechnology)
or 4 lg of rabbit IgG provided in the kit. Immunoprecipitated
DNA were quantified by real-time RT-PCR using a standard
curve from serial dilutions of input DNA and the primer pairs
listed in Supplementary Table S7: (i) flanking the ARE1 se-
quence in the rat Tg promoter; (ii) flanking ARE2; (iii) flanking
a validated ARE (positive control) in the rat Nqo1 promoter
(34); or (iv) targeting an unrelated sequence (negative control)
about 350 bp downstream of the 5¢ end of the Actb gene.
Quantified DNA for each target was normalized to corre-
sponding input DNA, and the results were plotted as fold
enrichment of the target sequence versus the negative control.

Generation of PCCL3-ARE Nrf2 KO or Keap1
KO cells using CRISPR/Cas9

The PCCL3-ARE cells were used to inactivate the ex-
pression of Nrf2 or Keap1 using the CRISP/Cas9-mediated
gene editing technology (41) and, specifically, the Edit-R
gene editing system (Dharmacon, Inc., Lafayette, CO). Three
different crRNAs (Supplementary Table S8) were tested for
each target. Briefly, PCCL3-ARE cells grown in 12-well
plates without antibiotics were transfected with 0.5 lg of
Edit-R Cas9 expression plasmid (U-005100; Dharmacon,
Inc.) using jetPrime transfection reagent. Twenty-four hours
later, cells in each well were transfected again with a 10 pmol
mixture of crRNA:tracrRNA complex (10 nM final concen-
tration) and 1.7 lL of lipofectamine RNAiMAX in Optimem
medium preincubated for 20 min at room temperature. Cells
were trypsinized 48 h later and plated into six-well plates
under puromycin selection for three more days. Surviving
cells were split into 96-well plates (100 cells/plate) without
puromycin, and single colonies were selected three weeks
later. For Nrf2 targeting, colonies were screened by mea-
suring their basal and inducible (obtained by treatment with
5 lM of SLF) ARE-dependent luciferase activities. Colonies
with very low background and with no response to SLF
treatment were selected. For Keap1 targeting, colonies were
screened by measuring their basal luciferase activities. Co-
lonies with at least threefold higher activity over the parental
PCCL3-ARE cells were selected. Detection of frameshift
mutations in the selected colonies was performed with Sanger
sequencing on PCR-amplified DNA using primers flanking
the target DNA sequence of each specific guide RNA
(primers in Supplementary Table S9). Colonies with biallelic
mutations (frameshift-causing single-base deletions of the
target sequence) were selected. Homozygous Nrf2 KO clones
were named N2 and N3, and homozygous Keap1 KO clones
were named K1 and K3. A colony originating from an Nrf2-
targeting crRNA that did not yield a mutation was used as a
control in downstream experiments (originally N1, then re-
labeled WT).

Cell transfections and reporter assays

Transient transfections of cells with the different pTg re-
porters were performed in 96-well plates cultured in com-
plete medium using a 1:2 ratio of DNA and jetPRIME
transfection reagent, respectively. The pEGFP-N1 plasmid

(Clontech, Mountain View, CA) was included for monitoring
transfection efficiency, along with the Renilla pRLTK-
DARE plasmid to normalize luciferase activities, as previ-
ously described (42).When the Nrf2-activating compounds
SLF and CDDO-Im were used, they were applied 24 hours
after transfection for the indicated times. In all transfections,
the pEGFP-N1 plasmid (Clontech) was included for moni-
toring transfection efficiency 24 hours after transfection by
examining cells under an Eclipse TS100 inverted fluores-
cence microscope (Nikon, Tokyo, Japan). Transfection effi-
ciency was determined by the percentage of green fluorescent
cells in the whole cell population. Experiments were per-
formed only if transfection efficiency was the same between
the different conditions. The Renilla pRLTK-DARE plasmid
was used to normalize luciferase activities, as previously
described (42). Cells were lysed 48 hours after transfection
using Passive Lysis Buffer (Promega). The dual luciferase
reporter assay (Promega) and a NOVOstar luminometer
(BMG Labtech, Ortenberg, Germany) were used to measure
luciferase activities according to the manufacturer’s protocol.
PCCL3 cells were transfected with 50 ng of total plasmid
DNA per well as follows: 40 of WT pTg or the same quantity
of indicated pTg_mut_ARE, 2 ng of pEGFP-N1, and 8 ng of
pRLTK-DARE. HeLa cells were transfected with 35 ng of
total plasmid DNA per well as follows: 12 of WT pTg or the
same quantity of indicated pTg_mut_ARE, 0.5 ng of pEGFP-
N1, 2.5 ng of pRLTK-DARE, 10 ng of pCDNA-Ttf1 (a gift
from Prof. D. Mu (Eastern Virginia Medical School, Norfolk,
VA), addgene plasmid #49989) (43), and 10 ng of pCDNA-
Nrf2, pCDNA-Keap1, or pCDNA-mock (the latter three
plasmids were kindly provided by Dr. N. Wakabayashi
[University of Pittsburgh, Pittsburgh, PA]) (42).

General reactive oxygen species detection

The detection of endogenous reactive oxygen species
(ROS) production was evaluated using the fluorescent probe
CM-H2DCFDA (Thermo Fisher Scientific). Briefly, cells
were washed with Hank’s balanced salt solution (HBSS) and
incubated with 5 lM of CM-H2DCFDA, along with 1 lM of
Hoechst 33342 (Thermo Fisher Scientific) for 20 min at
37�C. Cell were then washed again with HBSS and allowed
to recover for another 30 min at 37�C. Fluorescence was
observed under an Eclipse TS100 microscope, and images
were captured using a Digital Sight camera (Nikon).

Statistics

Results are presented in graphs as means – standard devi-
ation. Hormone levels were compared by two-way analysis
of variance between WT and Nrf2 KO mice treated with NaI
or not, testing for main effects (genotype, treatment), and
interaction effects (genotype–treatment). Hormone levels
were compared by unpaired t-test between WT and ts-KO
mice. These statistical calculations were performed in
GraphPad Prism v7 (GraphPad Software, Inc., La Jolla, CA),
which was also used to prepare all graphs. For data cal-
culated as normalized ratios (mRNA, protein, and lucifer-
ase quantifications), the BootstRatio application was used
(http://rht.iconcologia.net/stats/br/index.html). This tool is
based on bootstraping and resampling methods, without
any assumption on the underlying probability distribution
for the data analyzed (44). Whenever the same data were
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used to test multiple hypotheses, a Bonferroni correction
was applied as appropriate.

Results

Ubiquitous Nrf2 KO mice demonstrate that Nrf2
mediates protective antioxidant responses
to iodide overload and impacts Tg expression
and iodination levels

Under normal conditions, Nrf2 KO mice showed similar
TSH levels as WT mice, indicating a euthyroid state
(Fig. 1A). In both genotypes, TSH levels increased signifi-
cantly and to a similar extent after iodide overload for one
week (Fig. 1A). Genotype, treatment, and their interaction
had no significant impact on total T3 levels (Fig. 1B). Total
T4 levels, which decreased significantly in both genotypes in
response to iodide, were slightly higher in the Nrf2 KO mice
compared to WT mice both under basal conditions and after
iodide overload (Fig. 1C). This was confirmed in an inde-
pendent cohort of animals (Fig. 1D). The genotype–treatment
interaction did not show a significant effect for any of the
three hormones. Together, these data indicate that Nrf2 KO
mice show, compared to WT mice, only minor differences in
thyroid function tests under basal conditions, notably in total
T4 levels. The absolute magnitude of these differences is
small, and they are not accompanied by a significant differ-
ence in TSH levels, indicating normal overall thyroid func-
tion. Moreover, the physiological hormonal response to
excess iodide is largely preserved in Nrf2 KO mice under the
conditions employed.

The study validated that Nrf2 KO mice show no expression
of Nrf2 in their thyroid glands, and found that iodide overload
had no effect on Nrf2 mRNA levels in WT mice (Fig. 1E).
Expression levels of the prototypical Nrf2 target gene, Nqo1,
were significantly lower in Nrf2 KO mice compared to WT
mice both under basal conditions and after iodide challenge
(Fig. 1F). Moreover, Nqo1 mRNA levels were significantly
upregulated by iodide treatment in WT mice, while no in-
duction was observed in KO mice (Fig. 1F), indicating that
iodide activates the Nrf2 antioxidant response in the thyroid
gland. The mRNA levels of Gpx2 (Fig. 1G) showed the same
statistically significant patterns as Nqo1, indicating that this
gene is also upregulated by iodide in a Nrf2-dependent
manner. A similar but not statistically significant pattern was
observed for Txnrd1 mRNA levels (Fig. 1H). Under both
basal and iodide overload conditions, Tg mRNA levels were
markedly lower in Nrf2 KO mice compared to WT (Fig. 1I).
As expected (45), Nis mRNA levels were significantly re-
duced in response to iodide in WT mice. This response was
preserved in Nrf2 KO mice (Fig. 1J). A trend toward lower
Nis mRNA levels was observed in Nrf2 KO mice compared
to WT, which was statistically significant under iodide overload
conditions (Fig. 1J). The expression levels of other thyroid-
specific genes are shown in Supplementary Figure S1A–J.
Overall, these data demonstrate that Nrf2 mediates thyroidal
antioxidant responses to iodide and that it has a major impact on
Tg mRNA levels independently of iodide. Thus, subsequent
investigations were focused on elucidating the mechanisms
involved.

At the protein level, Nqo1 was detectable only in WT mice
exposed to iodide, while it was undetectable under basal
conditions in WT mice, as well as in Nrf2 KO mice in either

condition (Fig. 1K and Supplementary Fig. S2). This pattern
is consistent with the respective mRNA expression levels
(Fig. 1F). When the total oxidized protein content was as-
sayed, WT mice showed a mild decrease in response to iodide
overload (Fig. 1L). This is compatible with a known auto-
regulatory response whereby H2O2 levels decrease in re-
sponse to high iodide (46). On the other hand, Nrf2 KO mice
showed a mild increase in total protein oxidation under basal
conditions, as well as a clear increase after iodide challenge
(Fig. 1L), suggesting a dysfunction in this autoregulatory
mechanism. Challenging Nrf2 KO mice with iodide also
caused a clear increase in immunostaining for the oxidized
lipid product 4-HNE in thyroid follicular cells (Fig. 1M).
Together, these data indicate that the Nrf2-mediated anti-
oxidant response protects the thyroid gland from iodide
overload-induced oxidative damage. Overall, no major gross
morphological abnormalities were observed among the
groups, but a detailed histomorphological characterization of
the thyroids of Nrf2-KO mice (and other Nrf2-KO vertebrate
models) is in progress. Immunohistochemistry for cleaved
caspase 3 showed very low levels of apoptosis in WT mice
under normal conditions, as well as in the various experi-
mental groups (Supplementary Fig. S3). The number of fol-
licles that harbored at least one cleaved caspase 3-positive
cell ranged from 0% to 1% in all groups.

Consistent with the pattern of Tg mRNA levels (Fig. 1I),
Tg protein levels were significantly lower in Nrf2 KO mice
compared to WT mice, both under basal conditions (Fig. 2A,
C, D, F, and P) and in response to iodide challenge (Fig. 2B,
C, E, F, and T). On the contrary, iodinated Tg (I-Tg) levels
were significantly higher in Nrf2 KO mice compared to WT
mice under basal conditions (Fig. 2G, I, Q, and R). Moreover,
whereas I-Tg levels decreased in WT mice in response to
iodide overload, they increased significantly in Nrf2 KO mice
(Fig. 2G–I, U, and V). These data suggest that the iodide
overload-induced inhibition of Tg iodination (the Wolff–
Chaikoff phenomenon) (47) is dysfunctional in Nrf2 KO
mice. On the other hand, NIS protein levels appropriately
decreased in both WT and Nrf2 KO mice (Fig. 2J–L, S, and
W), indicating that the escape mechanism from the Wolff–
Chaikoff phenomenon (45) is not dependent on Nrf2. Taken
together, these data show clear effects of Nrf2 on the protein
levels of Tg and its iodinated form, indicating partial dys-
function of the iodide-handling mechanisms in thyrocytes.
The main results of the above-described mouse experiments
among the different genotypes and conditions are summa-
rized in Table 1.

Thyroid-specific Nrf2 KO mice show that
the effects of Nrf2 on antioxidant genes
and Tg are thyroid autonomous

To distinguish which of the aforementioned effects of Nrf2
are thyroid autonomous and which are mediated by actions of
Nrf2 in peripheral tissues, thyroid-specific (ts-)Nrf2 KO mice
(Pax8-Cre/+, Nrf2 flox/flox) were generated, and they were
compared to littermate control Nrf2 flox/flox mice under
basal conditions. The levels of plasma TSH, total T4, and
total T3 were similar between the two genotypes (Fig. 3A–C),
indicating that the observed difference in total T4 levels be-
tween ubiquitous Nrf2 KO and WT mice (Fig. 1C and D) is
likely due to extrathyroidal effects of Nrf2 on the transport or

Nrf2 REGULATES ROS AND THYROGLOBULIN IN THYROID 785

D
ow

nl
oa

de
d 

by
 1

68
.9

6.
24

0.
2 

fr
om

 w
w

w
.li

eb
er

tp
ub

.c
om

 a
t 0

2/
05

/2
0.

 F
or

 p
er

so
na

l u
se

 o
nl

y.
 



FIG. 1. Thyroid function tests, relative thyroidal gene expression levels, thyroidal Nqo1 protein levels, and thyroidal
oxidized protein levels of wild-type (WT) and NFE2-related transcription factor 2 (Nrf2) knockout (KO) male mice under
basal conditions and after iodide overload. Three- to four-month-old male mice were supplied for seven days with normal
water (-C) or with 0.05% sodium iodide (NaI) in their drinking water (-I). (A) Plasma thyrotropin (TSH), (B) total
triiodothyronine (T3), and (C) total thyroxine (T4) were measured by radioimmunoassay (RIA) in WT-C, WT-I, KO-C, and
KO-I mice (seven mice per group). (D) Plasma total T4 was measured by enzyme-linked immunosorbent assay in an
independent cohort of animals (10 mice per group). (E) Nrf2 (F) Nqo1 (G) Gpx2 (H) Txnrd1 (I) Tg, and (J) Nis mRNA
levels were quantified by real-time reverse transcription polymerase chain reaction (RT-PCR) in WT-C (n = 9), WT-I
(n = 12), KO-C (n = 10), and KO-I (n = 10) mice. Results for each mouse are presented as relative quantity over the mean of
the WT-C group. Error bars indicate means – standard deviation. *p < 0.05 vs. WT-C; xp < 0.05 vs. KO-C; #p < 0.05 vs. WT-
I. (K) Nqo1 protein levels were assayed by Western immunoblotting in thyroid protein extracts from WT-C, WT-I, KO-C,
and KO-I mice (seven mice per group). A pooled sample from each group was run in duplicate (two lanes per group). As
controls for protein loading, the membranes were stripped and re-probed with an anti-actin antibody and then also stained
with Coomassie blue. (L) As an index of oxidative stress, protein carbonyl content was assayed using the OxyBlot Protein
Oxidation Detection kit. Pooled protein thyroid extracts from the same animals were treated accordingly then separated
on a 6% or a 10% gel, and detection of carbonyl protein modifications was performed by Western immunoblotting. The
membranes were stripped and re-probed with an anti-actin antibody and then also stained with Coomassie blue. Den-
sitometric quantification of relative protein carbonyls in the different groups was performed using Image-J software. The
graph shows relative band intensity normalized to the corresponding actin band and to the WT-C group. (M) Im-
munohistochemical staining for 4-HNE in representative thyroid slices each group. Arrows indicate positive control
staining in fat tissue.
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peripheral metabolism of T4. The mean Nrf2 mRNA levels
in the ts-Nrf2 KO mice were 7.5% of WT levels (range 4.9–
10%; Fig. 3D). Given that the thyroids of these animals
also contain cells that are WT for Nrf2 (e.g., endothelial
cells, blood cells, fibroblasts, adipocytes, etc.), it was con-
cluded that the efficiency of the knockout is >90%. Im-
portantly, these mice recapitulated the differences observed
in ubiquitous Nrf2 KO mice in the basal expression levels of
antioxidant genes (Fig. 1F–H), showing significantly lower
mRNA levels of Nqo1 (Fig. 3E) and Gpx2 (Fig. 3F) as well
as of Txnrd1 (Fig. 3G). Similarly to ubiquitous Nrf2 KO
mice (Fig. 1I), they also showed markedly lower mRNA

FIG. 2. Thyroglobulin (Tg), iodinated Tg (I-Tg), and NIS protein levels in thyroids of WT and Nrf2 KO male mice under
basal conditions and after iodide overload. Sodium dodecyl sulfate polyacrylamide gel electrophoresis (SDS-PAGE) and
Coomassie blue staining of thyroid protein extracts from individual animals (WT-C, KO-C, WT-I, and KO-I; seven mice per
group) under basal conditions (A) or after iodide treatment (B) and in respective pooled extracts (C). Western immuno-
blotting for Tg (D, E, and F), I-Tg (G, H, and I), NIS (J, K, and L), and actin (M, N, and O). Lad indicates protein ladder
size marker. (P–W) Densitometric quantification of relative protein levels in the different mice was performed using Image-
J, with normalization to the respective actin levels and to the appropriate control group (WT-C or WT-I). Error bars indicate
means – standard deviation. *p < 0.05.

Table 1. Summary of the Main Findings in Mice

WT-I
Nrf2

KO-C
Nrf2
KO-I

Tg mRNA – Y Y
Tg protein Y Y Y
Iodinated Tg Y [ [[
Nqo1 (Gpx2, Txrnd1) mRNA [ Y Y
Oxidized proteins – – [
Oxidized lipids – – [

Arrows indicate changes compared to WT-C mice; -, unchanged.
WT, wild type; KO, knockout; Tg, thyroglobulin.
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levels of Tg compared to controls (Fig. 3H). Nis mRNA
levels were also significantly lower (Fig. 3I), consistent
with the nonsignificant trend observed in ubiquitous
Nrf2 KO mice (Fig. 1J). Gene expression levels of other
thyroid-specific genes are shown in Supplementary
Figure S1K–T.

At the protein level, Tg was significantly less abundant in
the thyroids of ts-Nrf2 KO mice in basal conditions compared
to controls (Fig. 3J, K, and O). Conversely, the levels of

iodinated Tg were higher in ts-Nrf2 KO mice (Fig. 3L and P),
and the ratio of iodinated to total Tg was markedly higher
in ts-Nrf2 KO mice compared to controls (Fig. 3Q). Thus,
ts-Nrf2 KO mice under basal conditions recapitulate the
phenotype of ubiquitous Nrf2 KO mice regarding lower
mRNA expression of antioxidant genes, lower mRNA ex-
pression, and protein abundance of Tg, as well as higher
levels of Tg iodination, which indicates that these effects are
mediated via actions of Nrf2 in the thyroid gland.

FIG. 3. Thyroid function tests, relative thyroidal gene expression levels, and Tg, I-Tg, and NIS protein levels in control
(C, Nrf2 flox/flox) and thyroid-specific (ts-) Nrf2 KO male mice under basal conditions. Plasma TSH (A), total T3 (B), and
total T4 (C) were measured by RIA in three- to four-month-old C and ts-Nrf2 KO mice (seven mice per group). Nrf2 (D),
Nqo1 (E), Gpx2 (F), Txnrd1 (G), Tg (H), and Nis (I) mRNA levels were quantified by real-time RT-PCR. Results for each
mouse are presented as relative quantity over the mean of the C group. (J) SDS-PAGE and Coomassie blue staining of
thyroid protein extracts from individual animals. Western immunoblotting for Tg (K), I-Tg (L), NIS (M), and actin (N). Lad
indicates protein ladder size marker. (O–R) Densitometric quantification of relative protein levels in the different mice was
performed using Image-J, with normalization to the respective actin levels and to the C group. Error bars indicate
means – standard deviation. *p < 0.05.
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Nrf2 regulates antioxidant responses, as well
as the basal and TSH-inducible Tg levels,
in a cell-autonomous manner

To characterize further the thyroidal effects of Nrf2 on
antioxidant responses and Tg levels and to associate them
definitively with the thyroid follicular cells, first Nrf2 was
knocked down in the PCCL3 rat thyroid follicular cell line
using RNA interference. The efficiency of the knockdown
under the various conditions employed is shown in Supple-
mentary Figure S4A, B, G, and H. Knockdown of Nrf2 sig-
nificantly decreased the mRNA levels of Nqo1 under basal
conditions (Supplementary Fig. S4C), under starvation con-
ditions (Fig. 4A), and in response to TSH re-treatment
(Fig. 4A). Conversely, knockdown of Keap1 significantly
increased the mRNA levels of Nqo1 under basal conditions
(Supplementary Fig. S4C) and under starvation conditions
(Fig. 4A). Regarding Tg, knockdown of Keap1 clearly in-
creased its mRNA levels under basal conditions (Supple-
mentary Fig. S4D) and under starvation conditions (Fig. 4B),
while knockdown of Nrf2 significantly decreased Tg mRNA

levels in response to TSH stimulation (Fig. 4B) but not its
basal expression levels (Supplementary Fig. S4D), indicat-
ing that even low Nrf2 expression levels (Supplementary
Fig. S4A) can maintain physiological Tg expression. Having
verified that treatment of PCCL3 cells with pharmacological
activators of Nrf2 (CDDO-Im [CD for short] and SLF) sta-
bilizes Nrf2 and increases Tg protein levels in cells starved
in the presence of TSH or TSH plus insulin (Supplementary
Fig. S4K), it was found that the knockdown of Nrf2 clearly
decreased the inducible protein levels of Tg (Fig. 4C).
Conversely, the knockdown of Keap1 tended to increase
the inducible protein levels of Tg under the same conditions
(Fig. 4C).

Based on these findings under partial genetic loss- or gain-
of-function conditions, CRISPR/Cas9 gene editing was then
employed to generate PCCL3 rat cell lines KO for Nrf2
(named N2 and N3) or for Keap1 (named K1 and K3). Clones
were validated by Sanger sequencing genetically and also
functionally after pharmacological stimulation with SLF, as
it was found that SLF stabilized Nrf2 in WT cells but not in
Nrf2 KO cells. Conversely, Nrf2 was constitutively activated

FIG. 4. Small interfering RNA (siRNA)-mediated silencing or CRISPR/Cas9-mediated knockout of Nrf2 and Keap1 in
PCCL3 cells. (A–C) PCCL3 rat thyroid cells maintained for five days under starvation conditions (4H medium without TSH
and insulin) were transfected as indicated with siRNAs targeting Nrf2 or Keap1 or a non-targeting control oligonucleotide
(‘‘C’’). Cells were treated 24 hours later as indicated with 0.5 mIU/mL of TSH or with TSH and 10 lg/mL of insulin (INS)
with or without sulforaphane (SLF) for another 24 hours. Relative mRNA levels of Nqo1 (A) and Tg (B) normalized to
Rpl19 as the reference gene were quantified by real-time RT-PCR. Error bars indicate means – standard deviation of at least
three independent experiments. *p < 0.05 vs. C; xp < 0.05 vs. C_TSH. (C) Western blot analysis of Tg, NIS, Nrf2, and
vinculin (Vin) as a loading control. (D–J) CRISP/Cas9-mediated gene editing was used to create stable PCCL3 cell clones
with targeted homozygous inactivation of Nrf2 (clones N2 and N3) or Keap1 (clones K1 and K3). (D) Western immu-
noblotting analysis of Nrf2 expression under basal conditions (complete culture medium) or after pharmacological Nrf2
activation with SLF (5 lM) for 24 hours. The arrow indicates the specific Nrf2 protein band. WT denotes different cell
clones with no disruption of Nrf2 or Keap1, selected under the same conditions as the KO clones. Vin served as loading
control. (E) Western immunoblotting analysis of Tg and NIS abundance in WT and KO cell lines under basal conditions
(complete culture medium). Relative mRNA expression levels of Nqo1 (F), Gpx2 (G), Txnrd1 (H), Tg (I), and Nis (J)
normalized to Rpl19 as the reference gene were quantified by real-time RT-PCR in cells cultured as above. Error bars
indicate means – standard deviation of at least three independent experiments. *p < 0.05 vs. WT.
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in Keap1 KO cells (Fig. 4D). Under basal conditions, Tg
mRNA and protein levels were markedly lower in Nrf2 KO
cells and higher in Keap1 KO cells (Fig. 4E and I). The same
pattern was observed in the mRNA expression levels of an-
tioxidant genes (Fig. 4F–H), with lower basal levels of Nqo1,
Gpx2, and Txnrd1 mRNA in Nrf2 KO cells and higher levels
in Keap1 KO cells. Nis showed a non-significant tendency for
lower mRNA levels in Nrf2 KO cells (Fig. 4J). Expression
levels of other thyroidal genes are shown in Supplementary
Fig. S4L–Q. Compared to the differences in Tg levels, in
those cases when differences in other thyroidal genes were
observed, they were of small magnitude, inconsistent be-
tween the two lines of the same genotype, and/or similar
between Nrf2 KO cells and Keap1 KO cells, suggesting that
among thyroid-specific genes, only Tg was likely to be under
direct regulation by Keap1/Nrf2 signaling.

Then, the same parameters were assayed in response to
starvation followed by stimulation by either TSH or TSH plus
insulin. Tg protein levels were undetectable after starvation
in WT cells (Fig. 5A). This has been previously described and
is considered a result of a general quiescence of the cells in
the absence of TSH and insulin/IGF-1 signaling (48,49). In
WT cells, TSH re-treatment induced detectable levels of Tg.
In contrast, stimulated Tg was hardly detectable in TSH-re-
treated Nrf2 KO cells (Fig. 5A). Conversely, high levels of
Tg were detectable in Keap1 KO cells under starvation
conditions, with further induction upon TSH re-treatment
(Fig. 5A). Similar differences were observed when starved
cells were treated with both TSH and insulin (Fig. 5B), the
latter being known to yield a more potent induction of Tg
compared to TSH treatment alone (48). The differences in
inducible Tg levels observed after 24 hours of treatment also
persisted after a more prolonged stimulation of the cells for
48 hours (Supplementary Fig. S5A). Of note, the patterns of
Tg expression in the cell culture media matched very well
the patterns of the respective cellular extracts, suggesting that
the differences observed between genotypes were not due to
altered export of Tg (Supplementary Fig. S6). Moreover,
overexposure of the blots from cell extracts did not reveal
more Tg bands of lower molecular weight in the Nrf2 KO
cells. This would argue against excessive Tg degradation in
these cells (Supplementary Fig. S6). Similarly, overexpo-
sure of the blots from mouse thyroid extracts did not reveal
more Tg bands of lower molecular weight in the ts-Nrf2 KO
mice compared to control mice (Supplementary Fig. S7),
arguing against increased Tg degradation in vivo as well.
Finally, Western immunoblotting for various markers of
endothelial reticulum stress (BIP, pERK, and pJNK) or
autophagy (Beclin, ATG12-ATG5, and Lc3b) did not
suggest differences in the activation status of these stress
pathways between WT cells, Nrf2 KO cells and Keap1 KO
cells (Supplementary Fig. S8).

Consistent with the Tg protein expression patterns, both
the basal and the inducible Tg mRNA levels were also
markedly lower in Nrf2 KO cells and higher in Keap1 KO
cells (Fig. 5C). Interestingly, TSH- or TSH and insulin-
inducible Nis mRNA and protein levels were lower in
Keap1 KO cells (Fig. 5A and D) compared to WT cells. The
expression patterns of other thyroidal genes are shown in
Supplementary Figure S5B–N. The mRNA expression
patterns of antioxidant genes (Nqo1, Gpx2, and Txnrd1) are
consistent with regulation by the Keap1/Nrf2 pathway

FIG. 5. Impact of Nrf2 or Keap1 knockout on TSH-
inducible thyroid-specific protein and gene expression in
PCCL3 cells. PCCL3 WT or KO cells maintained for five
days under starvation conditions (4H medium without TSH
and insulin) were stimulated with 0.5 mIU/mL of TSH (A)
or 0.5 mIU/mL of TSH and 10 lg/mL of insulin (B) for
24 hours. (A and B) Western immunoblotting for Tg, NIS,
and Vin as a loading control was performed using total
protein extracts from the above conditions. The asterisk (*)
indicates intentional overexposure of the Tg immunoblot
to visualize the faint bands in the Nrf2 KO clones. Relative
mRNA levels of Tg (C) and Nis (D) normalized to the
Rpl19 reference gene were quantified by real-time RT-PCR.
T, TSH; INS, insulin. Error bars indicate means – standard
deviation of at least three independent experiments. *p < 0.05
vs. WT; xp < 0.05 vs. WT_T; #p < 0.05 vs. WT_T + INS.
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under TSH and/or TSH and insulin stimulation conditions
(Supplementary Fig. S5B–D). In conclusion, these data
demonstrate that the Keap1/Nrf2 pathway has an impact on
the expression levels of antioxidant genes, as well as on the
basal and inducible levels of Tg in thyroid follicular cells.
Given the known functions of Nrf2 in other tissues, regu-
lation of antioxidant genes in the thyroid was highly plau-
sible. Yet, the relationship with iodide warranted further
investigation. Moreover, regulation of Tg, a tissue-specific
protein, by a ubiquitous transcription factor like Nrf2 was a
highly intriguing finding, prompting the underlying mech-
anisms to be elucidated.

Iodide and its active metabolite 2-IHDA regulate
ARE-mediated transcription in thyroid follicular cells

To investigate mechanisms of transcriptional regulation by
Nrf2, PCCL3 cells stably transfected with an ARE-luciferase
reporter construct (PCCL3-ARE cells) were employed. Pre-

liminary experiments verified that this reporter responded in
a dose-dependent manner to treatment with pro-oxidant
substances such as glucose oxidase (GOx) and H2O2 (Sup-
plementary Fig. S9A) or with the Nrf2 activator CDDO-Im
(Supplementary Fig. S9C). Moreover, the Nrf2 inhibitor
brusatol decreased the basal, H2O2-inducible, and CDDO-
Im-inducible reporter activity in a dose-dependent manner
(Supplementary Fig. S9B and D). Reporter activity was also
significantly induced by treatment with TSH and insulin,
whereas it was slightly suppressed by TSH alone (Supple-
mentary Fig. S9E).

When WT PCCL3-ARE cells were treated with iodide,
reporter activity increased significantly. This induction was
completely blocked by concurrent treatment with the free
radical scavenger NAC, which also reduced significantly the
basal reporter activity (Fig. 6A). In contrast, neither iodide
nor NAC had any effect on reporter activity in Nrf2 KO
PCCL3-ARE cells. Also, in these cells, the basal ARE ac-
tivity was significantly reduced compared to WT PCCL3-
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FIG. 6. Effects of iodide and
2-iodohexadecanal
(2-IHDA) on Nrf2-mediated
ARE activity and target gene
transcription. Equal numbers of
PCCL3 ARE-WT or ARE-
Nrf2-KO cells cultured in
complete medium in 24-well
plates were treated for 36 hours
at 70% confluency with the
following compounds: (A)
1 mM of NaI (‘‘I’’) or 1 mM of
the free radical scavenger N-
acetylcysteine (NAC), or both;
control wells (‘‘C’’) were trea-
ted only with vehicle
(water). (B) 20 lM of 2-
iodohexadecanal or 2 or 5 lM
of SLF for 24 hours. Luciferase
reporter activity was
determined in cell extracts from
the respective conditions. Re-
sults are presented as fold ac-
tivity over the respective
control group treated with
vehicle only. (C–F) PCCL3
ARE-WT or ARE-Nrf2-KO
cells were treated as above and
relative mRNA levels of Tg
(C), Nqo1 (D), Gpx2 (E), and
Txnrd1 (F) normalized to
Rpl19 as the reference gene
were quantified by real-time
RT-PCR. Error bars indicate
means – standard deviation
of at least three independent
experiments. *p < 0.05 vs. WT-
C; #p < 0.05 vs. respective
treated WT; n.s., not
significant.
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ARE cells (Fig. 6A). These data suggest that iodide exposure
activates Nrf2 signaling in a ROS-dependent manner. This
was further confirmed by assaying overall ROS levels using
the fluorescent probe CM-H2DCFDA in WT, Nrf2 KO, and
Keap1 KO PCCL3 cells treated with iodide with or without
NAC (Supplementary Fig. S10). In addition, basal ROS
levels were higher in Nrf2 KO cells and lower in Keap1 KO
cells (Supplementary Fig. S10).

The effects of iodide in thyroid follicular cells are believed
to be exerted mainly by iodide metabolites produced via
oxidative reactions with cellular lipids. One of the main ac-
tive iodide intermediates is 2-IHDA (50). Thus, cells were
treated with 2-IHDA (or SLF as a positive control) and ARE
activity and mRNA expression levels of antioxidant genes
and of Tg were assayed. Both SLF and 2-IHDA activated the
ARE in WT cells (Fig. 6B). In Nrf2 KO cells, basal ARE
activity was markedly reduced and inducibility by SLF, and
2-IHDA was abolished (Fig. 6B). The exact same pattern was
observed in the mRNA levels of Tg (Fig. 6C). Similar pat-
terns were also observed in the mRNA levels of antioxidant
genes, with some specificities among them. For example,
basal levels were reduced in Nrf2 KO cells for Nqo1 and
Gpx2 (Fig. 6D and E) but not for Txnrd1 (Fig. 6F). In all
cases, inducibility by SLF and 2-IHDA was abolished in Nrf2
KO cells (Fig. 6B–F). Taken together, these data indicate that
iodide and its active intermediate 2-IHDA can activate Nrf2
signaling in thyroid follicular cells and that Nrf2 activation
by iodide is mediated by ROS.

Nrf2 directly controls Tg gene expression
via binding to two functional AREs
in a conserved upstream enhancer

Since the aforementioned data indicated transcriptional
regulation of the Tg gene by Nrf2, the study sought to clarify
the underlying mechanism. Thus, the known regulatory se-
quences of the human TG gene were analyzed, namely a
proximal promoter and a distal upstream enhancer (38), for
potential Nrf2 binding sites. While the proximal promoter
did not contain any potential AREs, two such sequences
(ARE1 and ARE2) were identified in the upstream enhancer
(Fig. 7A): ARE1 lies on the forward DNA strand between
-2830 and -2816 bp from the transcription start site (TSS),
and ARE2 lies on the reverse strand between -3229 and
-3215 bp. This human enhancer sequence is known to con-
tain functional binding sites for thyroid transcription factor-1
(TTF1; NKX2.1), and it has been described in the human and
bovine genes (39,51), but it has not been reported whether it
is conserved in rodents. The sequence alignments showed
that this enhancer sequence is conserved between humans,
mice, and rats (Fig. 7A). Interestingly, among the known and
putative regulatory elements identified, only one of the three
TTF1 binding sites is conserved among these species, while a
previously described putative adenosine 3¢,5¢-cyclic mono-
phosphate response element–like element (52) is not con-
served in rodents. In contrast, both ARE elements were also
identified in the Tg promoter of the rat (rARE1 from -2414
to -2400, and rARE2 from -2750 to -2736) and mouse
(mARE1 from -2384 to -2316, and mARE2 from -2712 to
-2698). These two AREs are thus located at about the same
distance from the corresponding TSS in the studied species,
have a similar distance between them, and display the same

orientation regarding their location on the forward (ARE1) or
reverse (ARE2) DNA strand (Fig. 7A).

To test whether the predicted AREs are functional, a pre-
viously described human TG enhancer-promoter luciferase
reporter construct was employed (38). First, it was shown that
reporter activity is induced by treatment with SLF or CDDO-
Im (Supplementary Fig. S11A). Next, ARE1, ARE2, or both
were mutagenized in the reporter construct, introducing
mutations predicted to abolish Nrf2 binding, and then tran-
sient transfection experiments were performed in PCCL3
cells. In WT cells, mutation of either ARE1 or ARE2 sig-
nificantly reduced both the basal and the SLF-inducible re-
porter activity (Fig. 7B). Moreover, the mutation of both
AREs further reduced basal reporter activity and completely
abolished its inducibility by SLF (Fig. 7B). In a heterologous
system (Hela cells transfected with TTF1), WT reporter ac-
tivity was increased by SLF treatment, co-transfection of
Nrf2, or their combination, whereas it was reduced by co-
transfection of Keap1. The ARE1/2 double mutant reporter
showed no response under these conditions (Supplementary
Fig. S11B). Taken together, these data indicate that both
AREs in the upstream Tg enhancer are transcriptionally
functional. The study therefore tested for direct binding of
Nrf2 to these sequences by ChIP in WT and Nrf2 KO PCCL3
cells (Fig. 7C). In WT cells, a significant enrichment of Nrf2
binding over a negative control was evident under basal
conditions for both AREs, comparable to binding to a known
functional ARE in the Nqo1 gene. For both AREs, Nrf2
binding increased significantly in response to SLF treatment
in WT cells. In contrast, in Nrf2 KO cells, only a background
signal was detected for both AREs either under basal con-
ditions or in response to SLF, similar to the control Nqo1
ARE (Fig. 7C). Taken together, these data demonstrate that
Nrf2 can directly upregulate Tg gene expression via binding
to two functional AREs in a conserved upstream enhancer.
The main results of the above-described cell culture experi-
ments among the different genotypes and conditions are
summarized in Table 2.

Discussion

The present findings show that Nrf2 exerts pleiotropic
functions in the thyroid gland (Tables 1 and 2 and Fig. 8). For
some of these roles, in large part the underlying mechanisms
have been elucidated here, while for others, notably regard-
ing the effects on Tg iodination, further studies will be nee-
ded in the future. First, Nrf2 directly upregulates the
transcription of the Tg gene via binding to two AREs in its
upstream enhancer, which are conserved between rodents
and human. Nrf2 thus emerges as the first ubiquitous tran-
scription factor to regulate Tg expression. Interestingly, Nrf2
mRNA levels in the adult human thyroid are among the
highest compared to other tissues (Human Protein Atlas;
https://www.proteinatlas.org/ENSG00000116044-NFE2L2/
tissue#gene_information) (53). Also, during mouse devel-
opment, the timing of first Nrf2 mRNA detection in the
thyroid gland (E14.5) coincides perfectly with that of Tg
(E14.5), whereas Ttf1 mRNA is already expressed in the
gland from E12.5 (mouse Gene Expression Database, http://
www.informatics.jax.org/gxd) (54). Even though patterns
suggestive of increased degradation of Tg were not observed
in the Nrf2 KO mice, the present data do not exclude
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additional mechanisms that might contribute to the lower Tg
levels observed in the Nrf2 KO mice, such as altered pro-
cessing (55).

Regulation of Tg by a redox-responsive transcription
factor makes biological sense because not only Tg iodination
but also Tg folding processes are mediated by oxidation re-

actions. Thus, regulation of both Tg production and antiox-
idant defense by Nrf2 likely facilitates the coordination of
these processes in order to ensure normal follicular function
with optimal Tg economy. Indeed, the second function of
Nrf2 under normal conditions is to prevent excessive Tg io-
dination. Previous studies indicate that excess iodination

A B

C

FIG. 7. Evolutionary conservation of the upstream Tg enhancer and regulation of its activity by direct binding of Nrf2 to
two conserved AREs. (A) Schematic representation of the organization of the human TG proximal promoter and upstream
enhancer. The relative positions of two newly identified AREs (ARE1 and ARE2) sites are shown (green), along with
known high-affinity TTF1 binding sites (red) and a putative CRE-like site (yellow). (B) Functional analysis of ARE binding
sites in the human Tg upstream enhancer. PCCL3 cells cultured in complete medium in 96-well plates were transfected as
indicated with different constructs of human Tg promoter/enhancer (pTg) either WT or mutated in the core ARE1 or ARE2
sequences (mut_ARE1 and mut_ARE2, respectively) or in both (mut_ARE1/2). Cells were treated 24 hours later with 5 lM
of SLF or vehicle (<0.1% dimethyl sulfoxide), and lysed 24 hours later to measure luciferase activity. Co-transfected
pEGFP-N1 plasmid and renilla luciferase pRLTK-DARE plasmids allowed to evaluate the transfection efficiency and to
normalize the luciferase activities, respectively. Results are presented as fold change over the normalized activity of the WT
pTg construct. Error bars indicate means – standard deviation of at least three independent experiments. *p < 0.05 vs. WT;
xp < 0.05 vs. WT + SLF; #p < 0.05 vs. mut_ARE2; n.s., not significant. (C) Functional validation of ARE1 and ARE2 as Nrf2
binding sites in the rat Tg upstream enhancer. WT or Nrf2-KO (KO) PCCL3 cells cultured in complete medium were treated
with SLF or vehicle for 24 hours, as in (B). Chromatin was immunoprecipitated using a rabbit anti-Nrf2 antibody validated
for ChIP or a control rabbit IgG. Immunoprecipitated DNA was quantified by real-time RT-PCR using primers flanking the
homologous ARE1 or ARE2 site in the rat Tg enhancer. The validated ARE in the rat Nqo1 promoter served as positive
control, while an unrelated sequence downstream of the Actb gene served as negative control. Quantified DNA for each
target was normalized to corresponding input DNA, and the results were plotted as fold enrichment of the target sequence
over the negative control target. Error bars indicate means – standard deviation of at least three independent experiments.
*p < 0.05 vs. respective IgG control; xp < 0.05 vs. respective Nrf2 untreated; n.s., not significant.

Nrf2 REGULATES ROS AND THYROGLOBULIN IN THYROID 793

D
ow

nl
oa

de
d 

by
 1

68
.9

6.
24

0.
2 

fr
om

 w
w

w
.li

eb
er

tp
ub

.c
om

 a
t 0

2/
05

/2
0.

 F
or

 p
er

so
na

l u
se

 o
nl

y.
 



within the thyrocyte is apparently avoided by controlling the
intracellular availability of H2O2 through glutathione per-
oxidase activity (56), and thioredoxin reductase has also been
proposed as a means for the thyroid to detoxify H2O2 (57).
The findings show that both these enzymes (Gpx2 and
Txnrd1) are positively regulated by Nrf2, supporting a
possible mechanistic link between Nrf2 and inhibition of
Tg iodination metabolism. Thus, it is speculated that this
might be mediated by a reduction of basal ROS levels via
the control of the basal transcription of antioxidant genes
(Fig. 8). However, previous work has shown that treatment of
WT mice with the ROS scavenger NAC does not eliminate
iodinated Tg from thyroid follicles (58). Thus, further work is
necessary to elucidate the underlying mechanism. Because
Tg iodination requires the 3D structure of the follicle, it
cannot be modeled properly in conventional 2D cultures of
thyroid follicular cells. The possibility of creating stem cell–
derived 3D functional follicles (59) should make it possible
to test the underlying mechanism of increased Tg iodination
in Nrf2 KO thyroids in the near future.

Considering that Nrf2 has an impact on both total Tg levels
and iodinated Tg levels, it is remarkable that ubiquitous and

ts-Nrf2 KO mice are neither hyper- nor hypothyroid. The
observed euthyroidism suggests that the levels of total Tg
and iodinated Tg are in fact in a dynamic equilibrium. This
would allow the thyroid to employ Nrf2-mediated antioxi-
dant responses to preserve redox homeostasis, despite being
constantly exposed to pro-oxidant substances such as H2O2,
which is necessary for its physiological function, while at the
same time maintaining normal levels of thyroid hormone
production. This equilibrium is partly mediated by the reg-
ulatory actions of Nrf2 on Tg and ROS, but also apparently by
a Nrf2-independent mechanism, since the equilibrium is also
maintained under the extreme setting of absent Nrf2 activity
(Fig. 8). Tg itself is a candidate mediator of this effect, since it
has been proposed to exert multiple autoregulatory functions
in thyroid follicles (60). Alternatively, altered processing of
iodinated Tg in Nrf2 KO mice is another possibility that
might explain the euthyroid state of the animals. Nrf2 KO
mice can now serve as a sensitized background for further
studies to elucidate such thyroid homeostatic mechanisms.

Third, the present data indicate that the antioxidant func-
tion of Nrf2 is even more important under conditions of
iodide overload, which further activate Nrf2 and its tran-
scriptional program to limit ROS levels and thereby prevent
oxidative damage to biomolecules of follicular cells, and
potentially contribute to the autoregulatory reduction in H2O2

levels in response to high iodide (46). This latter mechanism
may account for the fourth effect of Nrf2, namely its con-
tribution to the inhibition of Tg iodination under iodide
challenge. While it is known that iodide overload inhibits
thyroperoxidase (TPO) activity via iodide intermediates such
as 2-IHDA (61), this effect (the so-called Wolff–Chaikoff
phenomenon) (47) is not yet fully elucidated. It is speculated
that Nrf2, via control of ROS levels and/or other mechanisms,
may impact the levels of 2-IHDA or other iodolipids that
inhibit TPO activity. The availability of Nrf2 KO rats (62,63),
with their bigger thyroid size that can facilitate biochemical
studies, offers an opportunity to investigate the mechanism
by which Nrf2 impacts iodide metabolism under basal con-
ditions and during iodide excess.

In contrast to Tg, which is directly regulated by Nrf2, other
genes central to thyroid follicular cell specification, differ-
entiation, and/or function were not impacted by Nrf2 in ways
indicating direct regulation. Some of them may be impacted
indirectly as a result of the effect of the crosstalk of Nrf2 with
other pathways or due to the general functional status of
the cell. This might explain, for example, the differences
observed between ubiquitous and thyroid-specific Nrf2 KO
mice in the mRNA levels of Duox1 and Duoxa1 compared
to respective controls. Similarly, Nis levels were either not
impacted in Nrf2 loss-of-function conditions or showed a
mild tendency toward lower levels, which is also suggestive
of an indirect effect. Interestingly, the fact that total T4 levels
were similar to controls in ts-Nrf2 KO mice but higher than
controls in ubiquitous Nrf2 KO mice is suggestive of a pos-
sible role of Nrf2 in deiodinase expression and/or activity,
consistent with the presence of a highly conserved putative
ARE sequence of yet unknown functionality in the upstream
region of the DIO2 gene (64). However, lower mRNA levels
of Dio2 were not observed in the Nrf2 KO mice or ts-Nrf2 KO
mice, but a tendency for lower Dio1 mRNA levels was ob-
served in Nrf2 loss-of-function conditions in mice and cells.
Lastly, Tpo levels did not show significant differences in

Table 2. Summary of the Main Findings in Cell Lines

Nrf2 KO Keap1 KO

Tg mRNA Y [
Tg protein Y [
Nqo1 (Gpx2, Txrnd1) mRNA Y [
ROS [ Y
ARE basal activity Y n.t.
ARE inducible activity Y n.t.
Nrf2 binding to Tg AREs YY n.t.

Arrows indicate changes compared to WT cells; n.t., not tested.
ROS, reactive oxygen species; ARE, antioxidant response

element.

Nrf2

basal conditions iodide overload
Tg availability for thyroid 

hormone synthesis
inhibition of Tg iodination

Tg transcription

basal antioxidant
gene transcription

ROS

prevention of excessive
Tg iodination

inducible antioxidant
gene transcription

ROS

prevention of intrathyroidal
oxidative damage

ROS

FIG. 8. Schematic representation of demonstrated and
proposed pleitropic functions of Nrf2 in follicular thyroid
cells under basal conditions and in response to iodide over-
load. The solid arrows indicate mechanisms sufficiently
demonstrated in the present work. The dotted arrows indicate
putative mechanisms that require further investigation.
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mice but showed consistently lower levels in Keap1 KO cells,
arguing against direct regulation by Nrf2.

Recently, it was shown that in mice lacking Nis but pro-
vided with high doses of iodide, Tg iodination and thyroid
hormone synthesis can proceed successfully to a certain de-
gree (65). In that setting, a decrease in the mRNA levels of
Nrf2 and various antioxidant genes was observed in associ-
ation with high TSH levels, raising the possibility that TSH
represses Nrf2 to increase ROS levels, thereby favoring the
oxidative reactions required for Tg iodination and thyroid
hormone synthesis (65). In the present work, patterns were
observed in TSH-treated cells that are consistent with this
hypothesis, including slightly reduced Nrf2 mRNA levels,
increased Keap1 mRNA levels, and reduced ARE activ-
ity. The availability of the tool set described here, notably
the Nrf2 KO and Keap1 KO cells, will allow the mecha-
nisms by which TSH impacts Nrf2 signaling to be further
characterized.

The demonstration that Nrf2 has hitherto unrecognized
roles in the thyroid opens a wide field for further investiga-
tions into the relationship between antioxidant defense
and thyroid pathophysiology. For example, it has been well
documented that increased Tg iodination facilitates proces-
sing and presentation of a cryptic pathogenic peptide, sug-
gesting a mechanism that can at least in part account for the
association of high iodide intake with the development of
autoimmune thyroid disease (66). Interestingly, when Nrf2
KO mice are bred into autoimmunity-permissive genetic
backgrounds, a subset of them develop a multi-organ auto-
immune syndrome (67–69), but the involvement of the thy-
roid has not been examined. It will thus be interesting to test
whether Nrf2 KO mice in an appropriate background de-
velop thyroid autoimmunity either spontaneously or when
exposed chronically to excess iodide, as well as to investigate
whether functional polymorphisms in the gene encoding Nrf2
in humans (NFE2L2) are associated with autoimmune Ha-
shimoto’s thyroiditis. In addition, two recent case reports
have associated loss-of-function mutations in KEAP1 with
goiter (thyroid enlargement) in respective families (70,71).
The finding of increased Tg levels in Keap1 KO cells sug-
gests that this may be a mechanism contributing to the goiter
phenotype. It is therefore relevant to phenotype in future
work thyroid anatomy and function in Keap1 hypomorphic
mice, in which Nrf2 is constitutively activated at moderate
levels (72). Lastly, dietary antioxidants activating Nrf2, such
as sulforaphane, are being clinically tested for the chemo-
prevention of diseases associated with oxidative stress
(73,74). Yet, their potential beneficial, detrimental, or neutral
effects on the thyroid have not been characterized. In this
sense, it will be interesting to test thyroid function among
participants in sulforaphane clinical trials.

To conclude, the relationship between iodide, Tg, oxida-
tive stress, and Nrf2 is also interesting from an evolutionary
perspective. Studies in kelp have shown that iodide has
ancestral roles in redox homeostasis, including scavenging
of atmospheric ozone (75). Nrf2 homologues with antioxi-
dant functions are also ancient, appearing first in fungi
around 1.5 billion years ago when photosynthetic oxygen
was being absorbed into the oceans (76). In contrast, Tg
appears to represent a novel molecular architecture elabo-
rated as a single event at the base of vertebrates and virtually
unchanged thereafter (77). Thus, it is speculated that after

thyroid, Tg, and Tg iodination appeared during evolution, it
was beneficial to adapt Nrf2 beyond its established antiox-
idant function to regulate Tg expression and iodination in
harmony with the redox status of the thyroid follicular cells.
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