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Abstract: Natural bromophenols are important secondary metabolites in marine algae. Deriva-
tives of these bromophenol are potential candidates for the drug development due to their bio-
logical activities, such as antioxidant, anticancer, anti-diabetic and anti-inflammatory activity. In
our present study, we have designed and synthesized a series of new methylated and acetylated
bromophenol derivatives from easily available materials using simple operation procedures and
evaluated their antioxidant and anticancer activities on the cellular level. The results showed
that 2.,3-dibromo-1-(((2-bromo-4,5-dimethoxybenzyl)oxy)methyl)-4,5-dimethoxybenzene (3b-9) and
(oxybis(methylene))bis(4-bromo-6-methoxy-3,1-phenylene) diacetate (4b-3) compounds ameliorated
H2O2-induced oxidative damage and ROS generation in HaCaT keratinocytes. Compounds 2.,3-
dibromo-1-(((2-bromo-4,5-dimethoxybenzyl)oxy)methyl)-4,5-dimethoxybenzene (3b-9) and (oxy-
bis(methylene) )bis(4-bromo-6-methoxy-3,1-phenylene) diacetate (4b-3) also increased the TrxR1
and HO-1 expression while not affecting Nrf2 expression in HaCaT. In addition, compounds
(oxybis(methylene)bis(2-bromo-6-methoxy-4,1-phenylene) diacetate (4b-4) inhibited the viability
and induced apoptosis of leukemia K562 cells while not affecting the cell cycle distribution. The
present work indicated that some of these bromophenol derivatives possess significant antioxidant
and anticancer potential, which merits further investigation.

Keywords: bromophenol derivatives; antioxidant; anticancer; K562; HaCaT

1. Introduction

Reactive oxygen species (ROS) are produced by physiological processes in living
organisms and are necessary for normal cell functions, such as proliferation and differenti-
ation [1]. In cancer cells, elevated ROS are needed for continuous and fast proliferation.
For example, in human chronic myeloid leukemia K562 cells, ROS induce BCR-ABL signal
transduction, and increase genetic instability that promotes cell proliferation [2]. However,
in atopic dermatitis, premature skin aging and other diseases, the excessive production
of cellular ROS may attenuate the antioxidant system and cause oxidative damage [3].
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Therefore, for treating these oxidative stress-induced diseases, it is necessary to inhibit
excessive ROS production by stimulating cellular antioxidant responses, such as the nuclear
factor erythroid 2-related factor 2 (Nrf2) [4]. Normally, Nrf2 is suppressed by its negative
regulator Kelch-like epichlorohydrin-associated protein 1 (Keap1) that directs it to the ubiq-
uitin proteasome system for degradation [5]. Under oxidative stress, Nrf2 dissociates from
Keap1, translocates to the nucleus and is subsequently activated and induces the expression
of genes associated with cellular antioxidant defense. It is a feasible and promising strategy
to activate Nrf2 by using small compounds in order to overcome oxidative damage. For
example, in our previous studies, we have found that natural bromophenol compounds
could modulate the activation of Nrf2 pathway [6], and therefore suggesting the possession
of promising antioxidant activity.

Natural bromophenols are important secondary metabolites in marine resources
and have a variety of biological activities [7–9], especially anticancer and antioxidant,
while some possess simultaneously both of them. For example, the bis (2,3,6-tribromo-4,5-
dihydroxybenzyl) ether (BTDE, Figure 1a) is a typical representative molecule of natural
bromophenols and is isolated from marine red alga Symphyocladia latiuscula [10]. BTDE
showed both antioxidant activity and inhibition of cancer-related angiogenesis [11]. An-
other natural bromophenol bis (2,3-dibromo-4,5-dihydroxybenzyl) ether (BDDE, Figure 1b)
also scavenges free radicals [12] and induces apoptosis of leukemia K562 cells [13]. It is
believed that the OH groups in these molecules are important for the free radical scav-
enging activity, as shown in both DPPH and ABTS assays [14]. However, it is not clear
how the modification of OH groups with the addition of methyl or ethyl groups affects
bromophenols’ antioxidant and anticancer activities in cells.

Figure 1. The chemical structure of natural bromophenol bis(2,3,6-tribromo-4,5-dihydroxybenzyl)
ether (BTDE, a) and bis(2,3-dibromo-4,5-dihydroxybenzyl)ether (BDDE, b).

In this study, we first synthesized 15 new derivatives of natural bromophenol com-
pounds. Then, we assessed their cytoprotective effects against H2O2-induced damage in
keratinocyte HaCaT cells. We also tested the effects of these compounds on the Nrf2 signal-
ing pathway and the expression of the antioxidant proteins. Furthermore, considering the
anticancer activity of natural bromophenol compounds, we also evaluated the cytotoxic
activity of these derivatives against leukemia K562 cells and tried to find out the respective
action mechanisms in the aspect of cell cycle arrest and apoptosis induction.

2. Materials and Methods
2.1. Chemical Reagents, Purification, and Instrumentation

All the chemicals such as reagents and solvents were purchased from commercial
sources and used as received without further purification, unless otherwise noted. Reac-
tions were monitored by analytical thin layer chromatography (TLC), with visualization
under UV light (254 nm). Column chromatography (CC) was performed with silica gel
(300–400 mesh, Makall Group CO, LTD, Qingdao, Shandong, China). The 1H and 13C
NMR spectra were recorded on a Bruker Avance NEO spectrometer (Bruker Co. Ltd,
Billerica, Massachusetts, America). Chemical shifts are given in parts per million (ppm),
and Tetramethyl silane (TMS) was used as an internal standard. Liquid chromatograph
mass spectrometer (LC–MS) was performed using an Acquity UPLC H-Class coupled to a
SQ Detector 2 mass spectrometer using a BEH C18 column (1.7 m, 2.1 50 mm, 1 mL/min)
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(Waters Corporation, Milford, MA, USA) and mobile phase for LC–MS was methanol
and water.

2.2. Synthesis of 2,3-Dibromo-4-hydroxy-5-methoxybenzaldehyde (1c)

The synthesis of 2,3-dibromo-4-hydroxy-5-methoxybenzaldehyde (1c) consisted of
two reactions (Scheme 1). Firstly, 3-bromo-4-hydroxy-5-methoxybenzaldehyde (1b) was
synthesized. According to the literature [15], Vanillin (10 mmol, 1 eq.) was dissolved in
acetic acid (20 mL), and then Br2 (11 mmol, 1.1eq.) was added dropwise to the solution at
25 ◦C. After stirring for 4 h, the white solid was collected by filtration and washed with
cold water. The title compound (1b) (2.01 g, 8.7 mmol) was obtained in 87% yield after
dried by oil pump vacuum, which was used for next step without further purification.

Scheme 1. Synthesis of 2,3-dibromo-4-hydroxy-5-methoxybenzaldehyde (1c).

In the second reaction, synthesis of 2,3-dibromo-4-hydroxy-5-methoxybenzaldehyde
(1c) compound was made according to literature [16]. This reaction included two steps.
After the first reaction was complete, the iron filings (28 mg, 0.5 mmol) were directly added
to the reaction solution of (1b) in acetic acid, and then Br2 (1.232 mL, 24 mmol) was added
by drops. After being heated at reflux overnight, TLC analysis (Hex/EtOAc = 3:1) showed
the complete consumption of compound (1c). The gray solid was collected by filtration and
washed with cold water. After dried by oil pump vacuum, the title compound (1c) (3.42 g,
7.4 mmol) was obtained in 74% yield (over two steps), which can be directly used for the
next step.

2.3. Synthesis of 2-Bromo-3-hydroxy-4-methoxybenzaldehyde (2b)

Synthesis of 2-bromo-3-hydroxy-4-methoxybenzaldehyde (2b) was based on a slightly
modified literature procedure (Scheme 2) [17]. The isovanillin (10 mmol, 1eq.), anhydrous
NaOAc (20 mmol, 2eq.) and iron filings (1 mmol, 0.1eq.) were successively added to
acetic acid (20 mL). Next, Br2 (11 mmol, 1.1eq.) was slowly added dropwise into the above
mixture at room temperature (Scheme 2). After complete consumption of (2a), ice-water
(100 mL) was added to the reaction mixture, stirred for more 30 min. The solid product was
obtained by filtration and recrystallized from EtOH to give 2b (1.92 g, 83%) as a gray solid.

Scheme 2. Synthesis of 2-bromo-3-hydroxy-4-methoxybenzaldehyde (2b). r.t., room temperature.
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2.4. General Procedure of Methyl Bromophenol Derivatives

To a 5 mL round-bottom flask, anhydrous K2CO3 (2 mmol, 2 eq.) was added, followed
by a solution of one of the compounds (1b, 1c, 2b) and another commercial compound
(1 mmol, 1 eq.) in acetone (2 mL). The reaction solution was stirred at room temperature.
To this stirring mixture, Me2SO4 (2 mmol, 2 eq.) was added. The reaction was left to
stir vigorously at 45 ◦C for 6 h (Scheme 3). The mixture was filtered through a Celite
pad and the filtrate was concentrated to give the crude product. The crude product
was chromatographed on silica gel (Hex/EtOAc) to give the compound of methylation
(36–96% yield).

Scheme 3. General procedure of methyl bromophenol derivatives.

To a solution of methylation compound (1 mmol, 1 eq.) in EtOH (2 mL), NaBH4
(1.5 mmol, 1.5 eq.) was added at 0 ◦C (Scheme 3). After the substrates were completely
consumed (checked by TLC monitoring), saturated NH4Cl solution was added to the
reaction mixture, and the obtained residue was extracted with EtOAc (20 mL × 3). The
combined organic layers were dried over Na2SO4 and concentrated in vacuo. The residue
was purified by silica-gel column chromatography (Hex/EtOAc) to afford corresponding
reduced compounds.

To a solution of reduced compounds (1 mmol, 1 eq.) and Et3N (1.2 mmol, 1.2 eq.) in dry
CH2Cl2, MsCl (1.1 mmol, 1.1 eq.) was added dropwise at 0 ◦C. The reaction mixture was
warmed to room temperature and stirred (Scheme 3). After the substrate was completely
consumed (checked by TLC monitoring), the mixture was poured into cool water and
the extracted with EtOAc (20 mL × 3). The combined organic layers were dried over
Na2SO4 and concentrated in vacuo. The crude product was chromatographed on silica gel
(Hex/EtOAc) to give the compound.

2.4.1. Bis(3,4-dimethoxybenzyl)ether (3b-1)

85% yield of white solid. 1H NMR (400 MHz, Chloroform-d) δ 6.91 (d, J = 1.8 Hz, 2H), 6.89
(dd, J = 8.1, 1.9 Hz, 2H), 6.84 (d, J = 8.1 Hz, 2H), 4.47 (s, 4H), 3.88 (d, J = 1.7 Hz, 12H). 13C
NMR (101 MHz, Chloroform-d) δ 149.07, 148.65, 130.86, 120.49, 111.23, 110.92, 71.80, 55.95.
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2.4.2. Bis(2,3-dibromo-4,5-dimethoxybenzene)ether (3b-2)

82% yield white solid. 1H NMR (400 MHz, Chloroform-d) δ 7.12 (s, 2H), 4.78 – 4.58 (m, 4H),
3.88 (s, 6H), 3.85 (s, 6H). 13C NMR (101 MHz, Chloroform-d) δ 152.65, 147.02, 134.80, 121.90,
115.49, 111.90, 73.34, 60.58, 56.24.

2.4.3. Bis(2-Bromo-4,5-dimethoxybenzene)ether (3b-3)

92% yield of white solid. 1H NMR (400 MHz, Chloroform-d) δ 7.04 (s, 2H), 7.02 (s, 2H),
4.62 (s, 4H), 3.87 (d, J = 1.1 Hz, 12H). 13C NMR (101 MHz, Chloroform-d) δ 149.82, 148.65,
128.61, 115.59, 114.55, 113.26, 56.26, 56.15, 46.52.

2.4.4. Bis(3-Bromo-4,5-dimethoxybenzene)ether (3b-4)

86% yield of white solid. 1H NMR (400 MHz, Chloroform-d) δ 7.12 (d, J = 1.9 Hz, 2H), 6.86
(d, J = 1.9 Hz, 2H), 4.45 (s, 4H), 3.86 (d, J = 9.1 Hz, 12H). 13C NMR (101 MHz, Chloroform-d)
δ 153.79, 145.99, 135.16, 123.97, 117.54, 111.14, 71.47, 60.59, 56.11.

2.4.5. Bis(2,3,6-Tribromo-4,5-dihydroxybenzyl)ether (3b-5)

85% yield of white solid. 1H NMR (400 MHz, Chloroform-d) δ 5.03 (s, 4H), 3.87 (d,
J = 2.3 Hz, 12H). 13C NMR (101 MHz, Chloroform-d) δ 152.27, 150.73, 133.63, 45,124.32,
122.15, 121.87, 73.89, 60.90, 60.83.

PBr3 (1.1 mmol, 1.1 eq.) at 0 ◦C under an N2 atmosphere was added to a stirred
solution of alcohol (1.0 mmol, 1 eq.) in 2 mL of Et2O (Scheme 4). The solution was stirred at
the rt (TLC monitoring). Thereafter, the solvent was evaporated to obtain a residue, which
was partitioned between ethyl acetate (30 mL) and water (30 mL). The organic layer was
separated, dried (Na2SO4) and evaporated. The crude product was chromatographed on
silica gel (Hex/EtOAc) to give the compound.

Scheme 4. General procedure of asymmetric methyl bromophenol derivatives.
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To a solution of the corresponding alcohol (1 mmol, 1 eq.) in tetrahydrofuran(THF,
2 mL), was added to NaH (1.5 mmol, 60% in paraffin oil) at 0 ◦C under argon. After the
reaction mixture was stirred for 30 min, benzyl bromide (1.2 mmol, 1.2 eq.) was added to
the reaction mixture at 0 ◦C and the solution was stirred at room temperature (Scheme 4).
Then, the reaction mixture was quenched with H2O (10 mL) and extracted with ethyl acetate
(20 mL × 2). The combined organic layers were dried over Na2SO4 and concentrated under
vacuum. The residue was purified by silica-gel column chromatography (Hex/EtOAc) to
give the corresponding benzyl ether derivatives.

2.4.6. 2,3-Dibromo-1-(((3-bromo-4,5-dimethoxybenzyl)oxy)methyl)-4,5-dimethoxybenzene
(3b-6)

89% yield of white solid. 1H NMR (400 MHz, Chloroform-d) δ 7.15 (d, J = 1.8 Hz, 1H), 7.09
(s, 1H), 6.89 (d, J = 1.9 Hz, 1H), 4.60 (s, 2H), 4.55 (s, 2H), 3.88 (d, J = 3.6 Hz, 6H), 3.85 (d,
J = 1.9 Hz, 6H). 13C NMR (101 MHz, Chloroform-d) δ 153.79, 152.68, 147.00, 146.07, 135.03,
134.95, 123.91, 121.89, 117.59, 115.55, 111.90, 111.11, 72.81, 72.09, 60.61, 60.57, 56.24, 56.12.

2.4.7. 1-Bromo-5-(((2-bromo-4,5-dimethoxybenzyl)oxy)methyl)-2,3-dimethoxybenzene
(3b-7)

88% yield of white solid. 1H NMR (400 MHz, Chloroform-d) δ 7.14 (d, J = 1.8 Hz, 1H), 7.02
(s, 1H), 6.99 (s, 1H), 6.90 (d, J = 1.9 Hz, 1H), 4.56 (s, 2H), 4.51 (s, 2H), 3.89 – 3.86 (m, 9H), 3.84
(s, 3H). 13C NMR (101 MHz, Chloroform-d) δ 153.75, 149.13, 148.54, 145.97, 135.33, 129.24,
123.96, 117.52, 115.42, 113.39, 112.43, 111.17, 71.65, 71.59, 60.60, 56.24, 56.10.

2.4.8. 1-Bromo-5-(((3,4-dimethoxybenzyl)oxy)methyl)-2,3-dimethoxybenzene (3b-8)

78% yield of white solid. 1H NMR (400 MHz, Chloroform-d) δ 7.12 (d, J = 1.8 Hz, 1H),
6.91 (d, J = 1.8 Hz, 1H), 6.89 – 6.82 (m, 3H), 4.46 (d, J = 21.2 Hz, 4H), 3.89 (d, J = 3.2 Hz,
6H), 3.85 (d, J = 7.3 Hz, 6H). 13C NMR (101 MHz, Chloroform-d) δ 153.74, 149.10, 148.76,
145.86, 135.56, 130.45, 123.93, 120.55, 117.48, 111.23, 111.13, 110.97, 72.23, 70.98, 60.57, 56.08,
55.95, 55.87.

2.4.9. 2,3-Dibromo-1-(((2-bromo-4,5-dimethoxybenzyl)oxy)methyl)-4,5-dimethoxybenzene
(3b-9)
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79% yield of Colorless oil. 1H NMR (400 MHz, Chloroform-d) δ 7.14 (s, 1H), 7.02 (d,
J = 1.5 Hz, 2H), 4.65 (s, 4H), 3.87 (d, J = 1.1 Hz, 10H), 3.84 (s, 2H). 13C NMR (101 MHz,
Chloroform-d) δ 152.65, 149.18, 148.52, 146.90, 135.13, 129.11, 121.81, 115.43, 115.36, 113.33,
112.44, 111.84, 72.86, 72.15, 60.56, 56.24, 56.21, 56.10.

2.5. General Procedure of Acetylation of Bromophenol Derivatives

One of the compounds (1b, 1c, 2b or a commercial compound, 1 mmol) and catalyst
dimethylaminopyridine were added to the pyridine (2 mL). Acetic anhydride (0.104 mL,
1.1 mmol) was added by dropwise into the above mixture at 0 ◦C. After stirring the reaction
mixture until the substrate was completely consumed (checked by TLC monitoring), the
reaction mixture was warmed to room temperature. The slurry was poured into 30 mL
3M HCl and diluted with 20 mL EtOAc. The layers separated and the aqueous layer was
extracted with 30 mL × 3 EtOAc, and the combined organics were washed with brine,
dried over Na2SO4, filtered, and concentrated in vacuo. Then, the crude product was
chromatographed on silica gel (Hex/EtOAc) to give the compound 4b.

2.5.1. (Oxybis(methylene))bis(2-bromo-6-methoxy-3,1-phenylene) diacetate (4b-1)

62% yield of white solid. 1H NMR (400 MHz, Chloroform-d) δ 7.33 (d, J = 8.5 Hz, 1H), 6.91
(d, J = 8.5 Hz, 1H), 4.69 (s, 2H), 3.83 (s, 3H), 2.37 (s, 3H). 13C NMR (101 MHz, Chloroform-d)
δ 167.87, 152.51, 138.31, 129.56, 128.37, 119.56, 111.06, 56.31, 46.20, 20.48.

2.5.2. (Oxybis(methylene))bis(2,3-dibromo-6-methoxy-4,1-phenylene)diacetate (4b-2)

76% yield of white solid. 1H NMR (400 MHz, Chloroform-d) δ 7.11 (s, 2H), 4.73 (s, 4H),
3.86 (s, 6H), 2.37 (s, 6H). 13C NMR (101 MHz, Chloroform-d) δ 167.56, 151.53, 138.99, 136.23,
121.95, 117.18, 113.03, 56.45, 47.47, 20.48.

2.5.3. (Oxybis(methylene))bis(4-bromo-6-methoxy-3,1-phenylene) diacetate (4b-3)

63% yield of white solid. 1H NMR (400 MHz, Chloroform-d) δ 7.16 (d, J = 5.9 Hz, 4H), 4.63
(s, 4H), 3.84 (s, 6H), 2.31 (s, 6H). 13C NMR (101 MHz, Chloroform-d) δ 168.61, 151.80, 139.11,
129.01, 124.91, 121.20, 116.90, 56.31, 45.70, 20.58.

2.5.4. (Oxybis(methylene))bis(2-bromo-6-methoxy-4,1-phenylene) diacetate (4b-4)
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76% yield of white solid. 1H NMR (400 MHz, Chloroform-d) δ 7.21 (d, J = 1.9 Hz, 2H), 6.94
(d, J = 1.9 Hz, 2H), 4.52 (s, 4H), 3.85 (s, 6H), 2.36 (s, 6H). 13C NMR (101 MHz, Chloroform-d)
δ 167.84, 152.55, 137.89, 136.87, 124.36, 117.21, 111.57, 56.30, 45.19, 20.44.

2.5.5. (Oxybis(methylene))bis(5-bromo-2-methoxy-4,1-phenylene) diacetate (4b-5)

82% yield of white solid. 1H NMR (Acetone, 400 MHz) δ 7.39 (1H, s), 7.37 (1H, s), 4.78 (2H,
s), 3.86 (3H, s), 2.26 (3H, s). 13C NMR (CDCl3, 101 MHz) δ 168.59 (H, s), 150.93 (H, s), 140.27
(H, s), 135.04 (H, s), 127.23 (H, s), 114.36 (H, s), 113.56 (H, s), 56.27 (H, s), 46.03 (H, s), 20.65
(H, s).

2.5.6. 2,3-Dibromo-6-methoxy-4-(methoxymethyl) phenol (4b-6)

The compound 4b-2 (69 mg, 0.1 mmol) was added to methanol solution, and the solution
became a suspension. Then, potassium carbonate (41 mg, 0.3 mmol) was added and stirred
(Scheme 5). When reaction was complete as indicated by TLC, the mixture was filtered
through a Celite pad, and the filtrate was concentrated to give the crude product. The crude
product was chromatographed on silica gel (Hex/EtOAc) to give the compound 4b-6 (92%
yield as white solid). 1H NMR (400 MHz, Chloroform-d) δ 7.01 (s, 1H), 6.12 (s, 1H), 4.48 (s,
2H), 3.91 (s, 3H), 3.46 (s, 3H). 13C NMR (101 MHz, Chloroform-d) δ 145.94, 143.30, 130.45,
115.47, 111.82, 109.64, 74.56, 58.39, 56.26.

Scheme 5. Synthesis of 2,3-dibromo-6-methoxy-4-(methoxymethyl) phenol (4b-6).

2.6. Cell Lines and Cell Culture

The immortalized human keratinocyte cell line HaCaT and the human chronic myel-
ogenous leukemia K562 cells were maintained in dulbecco’s modified eagle’s medium
(DMEM) and in cove’s modified dulbecco’s medium (IMDM) (GIBCO, Grand Island, NY,
USA), respectively, containing 10% fetal bovine serum (FBS) and 1% penicillin/streptomycin
in a humidified incubator at 37 ◦C with 5% CO2.

2.7. Cell Viability Assessment

The K562 cell viability was determined by using the 3-(4,5-dimethylthiazol-2-yl)-2,5-
diphenyltetrazolium bromide (MTT) method. K562 cells were seeded in 96-well plates
and treated with different concentrations of 3b-1 to 9 and 4b-1 to 6 compounds for 24, 48
and 72 h. Then, the MTT (100 µL) was added in each sample and incubated at 37 ◦C for



Antioxidants 2022, 11, 786 9 of 18

4 h. Then, acidic isopropanol (100 µL) was added in each sample and incubated overnight
to dissolve the formazan product at 37 ◦C. Finally, samples’ absorbance was measured at
570 nm using a microplate reader (BioTek, Winooski, VT, USA).

The HaCaT cell viability was determined by sulforhodamine B (SRB) assay method.
HaCaT cells were seeded in 96-well plates and cultured overnight. Then, cells were treated
with different concentrations of 3b-1 to 9 and 4b-1 to 6 compounds for 24 or 72 h. For
the H2O2 model, cells were treated with H2O2 (500 µM) for 3 h to induce oxidative stress.
After treatment, cells were fixed with 10% trichloroacetic acid (100 µL) at 4 ◦C for 1 h, then,
after rinsing and drying the plates, the cells were incubated with SRB (100 µL) for 15 min.
Finally, the bound stain was dissolved with Tris buffer (150 µL) and samples’ absorbance
was detected at 515 nm on a microplate reader (BioTek, Winooski, VT, USA).

2.8. Intracellular ROS Assay

HaCaT cells were seeded in a 24-well plate treated with 3b-9 and 4b-3 (5 and 10 µM)
for 24 h. After the pretreatment, the cells were further incubated with H2O2 (500 µM) for
1 h. Then, the cells were incubated with DCFH-DA (10 µM) in serum-free DMEM in the
dark for 20 min. After the incubation, the cells were washed with serum-free DMEM, and
the fluorescence intensity was detected by fluorescence microscopy (Leica, Wetzlar, Hessen,
Germany). Finally, the ROS level was determined by fluorescence level.

2.9. Cell Apoptosis Analysis

For the assessment of apoptosis in K562 cell line, cells were seeded in a 6-well plate
(1 × 10 5 cells/well) and cultured in the presence of different concentrations of 4b-4 for
24 h.

For HaCaT cell line, cells were seeded in a 6-well plate (1 × 10 5 cells/well) and
allowed to adhere overnight. Then, cells were treated with different concentrations of 3b-9
and 4b-3 for 24 h followed by H2O2 (500 µM) treatment for 1 h.

After treatment, both K562 and HaCaT cells were collected, centrifuged, washed
with phosphate buffered saline (PBS) and stained according to the instructions of the cell
apoptosis kit (Absin, Shanghai, China). Finally, the cell apoptosis was analyzed by flow
cytometer (CytoFLEX, Beckman Coulter, Suzhou, China).

2.10. Cell Cycle Analysis

K562 cells were seeded in a 6-well plate (1 × 10 5 cells/well) and cultured in the
presence of different concentrations of 4b-4 for 24 h. After incubation, K562 cells were
collected, centrifuged, washed with PBS and fixed with 70% ethanol overnight at −20 ◦C.
Then, the cells were centrifuged to remove ethanol washed twice with PBS and stained
with propidium iodide (PI) for 30 min at 37 ◦C in the dark according to the instructions
of the Cell Cycle and Apoptosis Analysis Kit (Beyotime, Shanghai, China). The cell cycle
was analyzed by flow cytometer (CytoFLEX, Beckman Coulter, Suzhou, China) at emission
wavelength of 488 nm.

2.11. Western Blotting Assay

HaCaT cells were seeded in 6-well plates (1 × 10 5cells/well). Then, cells were treated
with different concentration (2.5–10 µM) of 3b-9 or 4b-3 for 24 h. Cells were collected,
washed, and lysed. Then, the cell lysate was boiled, separated by electrophoresis on sodium
dodecyl sulfate polyAcrylamide gel electrophoresis (SDS-PAGE, 6–12%), and transferred
to nitrocellulose filter membranes (Millipore, Billerica, MA, USA). The nitrocellulose filter
membranes were blocked and incubated with the primary antibodies. Subsequently, the
membranes were incubated with HRP-secondary antibody and detected by Tanon 5200
(Tanon, Beijing, China). In addition, antibodies against HO-1, TrxR1, Nrf2 and Keap1 were
purchased from Cell Signaling Technology (Boston, MA, USA). Antibody against GAPDH
was obtained from Huaan Biotechnology Co., Ltd. (Hangzhou, China).
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2.12. Statistical Analysis

The results shown in this study were represented as the mean ± SD. Comparisons
between the groups were assessed by one-way analysis of variance (ANOVA), and a
multiple comparison test was performed using the post hoc Bonferroni correction. p < 0.05
was defined as statistically significant.

3. Results and Discussion
3.1. Chemical Synthesis

We have synthesized a series of methylated (3b-1 to 9) and acetylated (4b-1 to 5)
derivatives of natural bromophenols, in order to evaluate their anticancer and antiox-
idant activities. 3-bromo-4-hydroxy-5-methoxybenzaldehyde (1b) was synthesized by
monohalogenation of bromine with vanillin from commercial sources in the presence of
acetic acid.

On this basis, the dihalogenated product 2,3-dibromo-4-hydroxy-5-methoxybenzaldehyde
(1c) was obtained by adding iron powder as catalyst under reflux condition or by halo-
genation with iron powder catalyzed in buffer solution of acetic acid and sodium acetate
get 2-bromo-3-hydroxy-4-methoxybenzaldehyde (2b). These products, together with some
commercial bromobenzaldehyde, were then methylated with dimethyl sulfate, reduced
with aldehyde group with sodium borohydride and finally methylated with dimer (3b-1 to
9) with triethylamine and MsCl. Moreover, in the condition of pyridine and acetic anhy-
dride, they were exposed to acetylation, followed by reduction and dimerization to obtain
acetylation of dimer products (4b-1 to 5). Methylation and acetylation of bromophenol
compounds are easier prepared and exhibit greater stability compared to bromophenol
compounds having hydroxyl groups completely exposed. The 1H NMR, 13C NMR, HRMS,
and HPLC spectra of compound 3b-1 to 9 and 4b-1 to 6 are provided in Supplementary
Figures S1–S40.

3.2. The Cellular Antioxidant Activity of 3b-1 to 9 and 4b-1 to 6
3.2.1. 3b-9 and 4b-3 Ameliorates H2O2-Induced Oxidative Cell Damage

First, we detected the antioxidant activity of 3b-1 to 9 and 4b-1 to 6 at the cellular level
using H2O2-induced oxidative damage model in skin HaCaT cells. As shown in Figure 2,
H2O2 could significantly reduce HaCaT cell viability, among the tested compounds, 4b-2
and 4b-4 exacerbated H2O2-induced cell oxidative damage, 3b-1 to 3b-8, 4b-1, 4b-2 and
4b-4 to 4b-6 had no significant effect on H2O2-induced cellular oxidative damage, while
3b-9 and 4b-3 could ameliorate H2O2-induced oxidative cell damage indicated that these
compounds had antioxidant effects at the cellular level.

To further investigate the protective activity of 3b-9 and 4b-3 on oxidative damaged
cells, their effects on H2O2 induced-apoptosis in HaCaT cells were assessed by flow cytom-
etry using Annexin V/PI double staining method. As shown in Figure 3, 3b-9 and 4b-3
treatment alone did not induce HaCaT cell damage at the concentration of 10 µM. On the
other hand, H2O2 treatment decreased cell viability and increased apoptosis of HaCaT cells.
However, the live cell rate increased from 34.14 to 50.39% and from 35.88 to 52.21 after
pretreatment with 3b-9 and 4b-3 (10 µM), respectively, followed by the presence of H2O2
(Figure 3). Thus, these results indicated that 3b-9 and 4b-3 exerted antioxidant activity at
cellular level.
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Figure 2. 3b-9 and 4b-3 reverses oxidative damage in HaCaT cells. HaCaT cells were incubated with
different concentration of 3b-9 and 4b-3 (5 and 10 µM) for 24 h and then were treated with H2O2 for
3 h. The cell viability was determined by the SRB method. Values are expressed as mean ± SD of
three independent experiments. * p < 0.05, ** p < 0.01, versus H2O2 group.

Figure 3. 3b-9 and 4b-3 alleviated H2O2-induced HaCaT cell damage. (a) In the presence or absence
of H2O2, the ratio of apoptosis and viability of HaCaT cells treated with 3b-9 (10 µM) were measured
by flow cytometry. (b) The histogram depicted the proportion of living HaCaT cells after 3b-9
treatment. (c) In the presence or absence of H2O2, the ratio of apoptosis and viability of HaCaT
cells treated with 4b-3 (10 µM) were measured by flow cytometry. (d) The histogram depicted the
proportion of living HaCaT cells after 4b-3 treatment. ## p < 0.01, versus control group; ** p < 0.01,
versus H2O2 group.

3.2.2. 3b-9and 4b-3 Decreases the H2O2-Induced ROS Generation in HaCaT Cells

The excessive generation of ROS is related with oxidative damage to the HaCaT
cells. Next, we explored the effect 3b-9 and 4b-3 on the ROS level in HaCaT cells. As
shown in Figure 4, H2O2 could significantly increase the ROS level in HaCaT cells and
3b-9 (Figure 4a) and 4b-3 (Figure 4b) alone did not affect the level of ROS in HaCaT cells.
However, after 3b-9 and 4b-3 pretreatment, we found that 3b-9 and 4b-3 could significantly
decrease H2O2-induced ROS generation in HaCaT cells (Figure 4). This result further
indicated that 3b-9 and 4b-3 has antioxidant activity at the cellular level.
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Figure 4. 3b-9 and 4b-3 reduces the ROS level in HaCaT cells. HaCaT cells were pretreated with 3b-9
(a) and 4b-3 (b) for 24 h and then were exposed to H2O2 (500 µM) for 1 h. Cells were incubated with
DCFH-DA (10 µM) for 20 min, and the ROS level were observed with fluorescence microscopy.

3.2.3. 3b-9and 4b-3 Promotes the Expression of the Antioxidant Protein TrxR1 and HO-1

Next, we explored the molecular mechanism of 3b-9 and 4b-3 exerting antioxidant
effects in HaCaT cells. First, we tested the effect of 3b-9 and 4b-3 on the Nrf2 signaling
pathway, which plays an important role in the cellular oxidative stress. As shown in
Figure 5a,b, under the present experimental conditions, 3b-9and 4b-3 did not affect the
expression of Nrf2 and Keap1, which indicated that 3b-9 and 4b-3 exert antioxidant effect
was not through modulating the expression level of Nrf2 or Keap1. This observation was
different from some of the natural bromophenols which could increase the level of Nrf2 [18]
and decrease the level of Keap1 [6,19]. For example, marine bromophenol bis (2,3,6-T
ribromo-4,5-dihydroxybenzyl) ether could protect HaCaT skin cells from oxidative damage
by increasing Nrf2 and decreasing Keap1 expression [6].
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Figure 5. The effect of 3b-9 and 4b-3 on the expression of Nrf2, Keap1, TrxR1 and HO-1. (a) HaCaT
cells were treated with 3b-9 (2.5–10 µM) for 24 h. The expression of Nrf2 and Keap1 was detected by
Western blotting assay. (b) HaCaT cells were treated with 4b-3 (2.5–10 µM) for 24 h. The expression
of Nrf2 and Keap1 was detected by Western blotting assay. (c) HaCaT cells were treated with 3b-9
(2.5–10 µM) for 24 h. The expression of TrxR1 was detected by Western blotting assay. (d) HaCaT
cells were treated with 4b-3 (2.5–10 µM) for 24 h. The expression of TrxR1 was detected by Western
blotting assay. (e) HaCaT cells were treated with 3b-9 (2.5–10 µM) for 24 h. The expression of HO-1
was detected by Western blotting assay. (f) HaCaT cells were treated with 4b-3 (2.5–10 µM) for 24 h.
The expression of HO-1 was detected by Western blotting assay. All the original images for the
Western blotting assay are provided in Supplementary Figures S41–S46.

However, we found that both 3b-9 and 4b-3 could increase the expression of the
antioxidant protein TrxR1 and HO-1 (Figure 5c-f), which was the downstream proteins of
Nrf2 pathway [6] and NFκB pathway [20]. Considering that 3b-9 and 4b-3 did not affect
the expression level of NrF2, we deduced that 3b-9 and 4b-3 increasing the expression of
TrxR1 was not through the Nrf2 expression, while possibly via other Nrf2-independent
pathways. Furthermore, studies have revealed that HO-1 was not only activated by Nrf2,
but also by AMPK signaling pathway [21]. Therefore, we speculated that the increased
expression of HO-1 may be related to the AMPK signaling pathway, and the antioxidant
effects of compound 3b-9 and 4b-3 in HaCaT cells indicate their potential application in
the oxidative damage related diseases, such as aging and diabetic complications.

3.3. Cytotoxicity of 3b-1 to 9 and 4b-1 to 6 against Cancer Cells

To examining the potential anticancer activity of these synthesized compounds, their
ability to inhibit K562 and HaCaT cell survival was assessed. Among these tested com-
pounds, 4b-4, 3b-6, 3b-8, 3b-9 and 4b-5 inhibited the viability of K562 cells (Table 1).
Specifically, 4b-4 exhibited the strongest inhibitory effect and reduced K562 cell viability to
35.27% at a concentration of 10 µM. Furthermore, 3b-8, a derivative of 3b-1, inhibited K562
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cell growth, while 3b-1 had no effect (Table 1). This result indicated that the addition of Br
group played an important role in 3b-8 compound’s antiproliferative effect.

Table 1. The effect of 3b-1 to 9 and 4b-1 to 6 on the viability of K562 and HaCaT cells.

Number Concentration (µM) K562 Cell Viability (%) HaCaT Cell Viability (%)

3b-1
5 91.35 ± 1.39 97.35 ± 3.48

10 88.12 ± 0.31 104.96 ± 1.89

3b-2
5 101.46 ± 1.89 86.50 ± 3.23

10 101.87 ± 1.08 85.35 ± 3.42

3b-3
5 92.67 ± 2.58 101.43 ± 2.83

10 96.28 ± 0.92 87.34 ± 4.68

3b-4
5 102.63 ± 1.54 89.70 ± 4.90

10 102.83 ± 2.41 91.86 ± 3.82

3b-5
5 91.32 ± 3.09 106.41 ± 4.15

10 85.75 ± 0.73 99.59 ± 3.69

3b-6
5 86.91 ± 0.47 93.14 ± 7.07

10 74.34 ± 0.95 * 96.67 ± 3.28

3b-7
5 95.94 ± 2.35 122.03 ± 2.74

10 85.23 ± 0.20 106.34 ± 2.59

3b-8
5 73.69 ± 0.91 * 97.21 ± 4.24

10 49.43 ± 0.92 * 96.50 ± 5.35

3b-9
5 86.86 ± 2.47 93.63 ± 4.69

10 78.71 ± 1.22 * 105.39 ± 4.16

4b-1
5 102.16 ± 5.04 100.47 ± 0.91

10 99.10 ± 3.23 97.30 ± 3.27

4b-2
5 98.45 ± 1.82 99.27 ± 0.81

10 93.38 ± 1.82 92.09 ± 1.75

4b-3
5 96.43 ± 0.99 94.56 ± 6.84

10 95.62 ± 1.97 100.07 ± 3.25

4b-4
5 40.96 ± 3.72 * 100.42 ± 4.27

10 35.27 ± 0.65 * 4.19 ± 0.21 *

4b-5
5 90.49 ± 2.17 91.44 ± 2.12

10 63.93 ± 4.12 * 94.56 ± 6.84

4b-6
5 98.45 ± 1.82 88.65 ± 4.01

10 93.38 ± 1.32 84.45 ± 3.25
Adriamycin 1 11.24 ± 0.67 * 3.39 ± 0.08 *

* The cell viability is significantly reduced.

Regarding the tested compounds’ effects on HaCaT cell survival, only 4b-4 reduced
the viability of HaCaT cells, namely to 4.19% at the concentration of 10 µM (Table 1).
Furthermore, 4b-4 could significantly reduce the cell viability of K562 cells rather than the
HaCaT cells at the concentration of 5 µM. These results suggesting that 4b-4 had less toxic
to normal HaCaT cells and had good selectivity in inhibiting the cell viability of K562 cells.

Since 4b-4 compound exhibited the greatest inhibition against K562 cell survival, its
molecular mechanism accounting for this anticancer effect was further investigated. As
shown in Figure 6a, 4b-4 inhibited time-dependently the viability of K562 cells after 24, 48
and 72 h treatment. The IC50 values of 4b-4 against K562 cell survival were 11.09, 9.46, and
8.09 µM, at 24, 48, and 72 h, respectively.
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Figure 6. 4b-4 inhibits the viability of K562 cells. (a) K562 cells were incubated with different
concentration of 4b-4 (2.5–10 µM) for 24, 48 and 72 h. Then, cell viability (%) was assessed by MTT
assay. (b) IC50 values of 4b-4 against K562 cells at 24, 48 and 72 h. Data are presented as mean ± SD
for three independent experiments. ** p < 0.01.

To further investigate the mechanism underlying 4b-4 inhibition against K562 cell
viability, cell cycle arrest assay was performed by flow cytometry after PI staining. As
shown in Figure 7a, 4b-4 had no significant effect on any cell phase (i.e., G0/G1, S, and
G2/M) compared to control. However, the appearance of sub-G0/G1 phase prompted
us to examine whether 4b-4 could induce apoptosis in K562 cells. Therefore, we then
detected whether 4b-4-induced apoptosis in K562 cells. As shown in Figure 7b, using
Annexin V/PI double staining method, the proportion of apoptotic cells was increased
from 3.75% in control cells to 27.22, 68.00, and 84.09% in cells treated with 4b-4 at 5, 10, and
20 µM, respectively. Thus, these results indicated that 4b-4 inhibited K562 cell viability by
inducing apoptosis, and their potential in vivo anticancer activity will be investigated in
our future work. Furthermore, their possible toxicity in vivo should be kept in mind and
evaluated in details since some polybrominated diphenyl ethers, which are structurally
to these synthesized derivatives, are suspected to show negative impact on human and
animal health [22,23].
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Figure 7. Assessment of apoptosis and cell cycle arrest in K562 cells treated with 4b-4. (a) K562 cells
were treated with 4b-4 (2.5–20 µM) for 24 h, and then cell cycle was analyzed by flow cytometer.
The histogram shows the proportion of each cell cycle phase. (b) K562 cells were treated with 4b-4
(2.5–20 µM) for 24 h, and then cell apoptosis was analyzed by flow cytometry. The histogram shows
the percentage of apoptotic cells. Data are presented as mean ± SD for three independent experiments.
** p < 0.01.



Antioxidants 2022, 11, 786 17 of 18

4. Conclusions

In summary, we synthesized a series of new natural bromophenol derivatives from
easily available materials via simple operation procedures, and all of them have been
evaluated on antioxidant and anticancer activities. In particular, the results demonstrated
that compounds 3b-9 and 4b-3 were shown to ameliorate H2O2-induced oxidative damage
in HaCaT keratinocyte cells. Mechanism studies show that 3b-9 and 4b-3 could decrease
the ROS level and increase the expression of antioxidant protein TrxR1 and HO-1 while not
affect Nrf2. Finally, 4b-4 inhibited viability and induced apoptosis of leukemia K562 cells,
suggesting its potential anticancer activity.

Supplementary Materials: The following supporting information of 1H NMR, 13C NMR, HRMS,
HPLC spectrum and original images for Western blotting can be downloaded at: https://www.mdpi.
com/article/10.3390/antiox11040786/s1, Figure S1–S40: The 1H NMR, 13C NMR, HRMS and HPLC
spectrum of compound 3b-1 to 9 and 4b-1 to 6; Figure S41–S46: The original images for blots of
Figure 5.

Author Contributions: M.L. and Y.L conceived and designed the experiments; H.D., L.W. and M.G.
performed the experiments; Y.L. and L.W. prepared the compounds; M.L., H.D., D.S., A.G., V.T.
and X.L. prepared the manuscript. All authors have read and agreed to the published version of
the manuscript.

Funding: This research was funded by National Key Research and Development Program of China,
(2017YFE0195000), Key Research and Development Program of Shandong Province (2017YFE0195000),
and Qingdao Science and Technology Development Plan (21-1-6-gjxm-46-gx).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Data is contained within the article.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Mittler, R. ROS are good. Trends. Plant. Sci. 2017, 22, 11–19. [CrossRef] [PubMed]
2. Romo González, M.; Moreno Paz, S.; García Hernández, V.; Sánchez Guijo, F.; Hernández Hernández, Á. Inhibition of xanthine

oxidoreductase enhances the potential of tyrosine kinase inhibitors against chronic myeloid leukemia. Antioxidants 2020, 9, 74.
[CrossRef] [PubMed]

3. Godic, A.; Poljšak, B.; Adamic, M.; Dahmane, R. The role of antioxidants in skin cancer prevention and treatment. Oxid. Med. Cell.
Longev. 2014, 2014, 860479. [CrossRef] [PubMed]

4. Espinosa Diez, C.; Miguel, V.; Mennerich, D.; Kietzmann, T.; Sánchez Pérez, P.; Cadenas, S.; Lamas, S. Antioxidant responses and
cellular adjustments to oxidative stress. Redox. Biol. 2015, 6, 183–197. [CrossRef]

5. McMahon, M.; Itoh, K.; Yamamoto, M.; Hayes, J.D. Keap1-dependent proteasomal degradation of transcription factor Nrf2
contributes to the negative regulation of antioxidant response element-driven gene expression. J. Biol. Chem. 2003, 278,
21592–21600. [CrossRef]

6. Dong, H.; Liu, M.; Wang, L.; Liu, Y.; Lu, X.; Stagos, D.; Lin, X.; Liu, M. Bromophenol bis (2,3,6-Tribromo-4,5-dihydroxybenzyl)
ether protects HaCaT skin cells from oxidative damage via Nrf2-mediated pathways. Antioxidants 2021, 10, 1436. [CrossRef]

7. Blunt, J.W.; Carroll, A.R.; Copp, B.R.; Davis, R.A.; Keyzers, R.A.; Prinsep, M.R. Marine natural products. Nat. Prod. Rep. 2018, 35,
8–53. [CrossRef]

8. Liu, M.; Hansen, P.E.; Lin, X.K. Bromophenols in marine algae and their bioactivities. Mar. Drugs 2011, 9, 1273–1292. [CrossRef]
9. Dong, H.; Dong, S.T.; Hansen, P.E.; Stagos, D.; Lin, X.K.; Liu, M. Progress of bromophenols in marine algae from 2011 to 2020:

Structure, bioactivities, and applications. Mar. Drugs 2020, 18, 411. [CrossRef]
10. Kurata, K.; Amiya, T. Bis (2,3,6-tribromo-4,5-dihydroxybenzyl) ether from the red alga, Symphyocladia latiuscula. Phytochemistry

1980, 19, 141–142. [CrossRef]
11. Dong, S.; Chen, Z.; Wang, L.; Liu, Y.; Stagos, D.; Lin, X.; Liu, M. Marine bromophenol bis (2,3,6-Tribromo-4,5-dihydroxybenzyl)

ether inhibits angiogenesis in human umbilical vein endothelial cells and reduces vasculogenic mimicry in human lung cancer
A549 cells. Mar. Drugs 2021, 19, 641. [CrossRef] [PubMed]

12. Fan, X.; Xu, N.J.; Shi, J.G. Bromophenols from the red alga Rhodomela confervoides. J. Nat. Prod. 2003, 66, 455–458. [CrossRef]
[PubMed]

https://www.mdpi.com/article/10.3390/antiox11040786/s1
https://www.mdpi.com/article/10.3390/antiox11040786/s1
http://doi.org/10.1016/j.tplants.2016.08.002
http://www.ncbi.nlm.nih.gov/pubmed/27666517
http://doi.org/10.3390/antiox9010074
http://www.ncbi.nlm.nih.gov/pubmed/31952182
http://doi.org/10.1155/2014/860479
http://www.ncbi.nlm.nih.gov/pubmed/24790705
http://doi.org/10.1016/j.redox.2015.07.008
http://doi.org/10.1074/jbc.M300931200
http://doi.org/10.3390/antiox10091436
http://doi.org/10.1039/C7NP00052A
http://doi.org/10.3390/md9071273
http://doi.org/10.3390/md18080411
http://doi.org/10.1016/0031-9422(80)85032-1
http://doi.org/10.3390/md19110641
http://www.ncbi.nlm.nih.gov/pubmed/34822512
http://doi.org/10.1021/np020528c
http://www.ncbi.nlm.nih.gov/pubmed/12662116


Antioxidants 2022, 11, 786 18 of 18

13. Liu, M.; Zhang, W.; Wei, J.; Qiu, L.; Lin, X. Marine bromophenol bis (2,3-dibromo-4,5-dihydroxybenzyl) ether, induces mitochon-
drial apoptosis in K562 cells and inhibits topoisomerase I in vitro. Toxicol. Lett. 2012, 211, 126–134. [CrossRef] [PubMed]

14. Munteanu, I.G.; Apetrei, C. Analytical methods used in determining antioxidant activity: A review. Int. J. Mol. Sci. 2021, 22, 3380.
[CrossRef]

15. Devine, S.M.; Yong, C.; Amenuvegbe, D.; Aurelio, L.; Muthiah, D.; Pouton, C.; Callaghan, R.; Capuano, B.; Scammells, P.J.
Synthesis and pharmacological evaluation of noscapine-inspired 5-substituted tetrahydroisoquinolines as cytotoxic agents. J.
Med. Chem. 2018, 61, 8444–8456. [CrossRef]

16. Li, X.; Xu, Q.; Li, C.; Luo, J.; Li, X.; Wang, L.; Jiang, B.; Shi, D. Toward a treatment of diabesity: In vitro and in vivo evaluation of
uncharged bromophenol derivatives as a new series of PTP1B inhibitors. Eur. J. Med. Chem. 2019, 166, 178–185. [CrossRef]

17. Zhang, J.; Zhang, Y.; Shan, Y.; Li, N.; Ma, W.; He, L. Synthesis and preliminary biological evaluation of novel taspine derivatives
as anticancer agents. Eur. J. Med. Chem. 2010, 45, 2798–2805. [CrossRef]

18. Kim, K.C.; Hyun, Y.J.; Hewage, S.; Piao, M.J.; Kang, K.A.; Kang, H.K.; Koh, Y.S.; Ahn, M.J.; Hyun, J.W. 3-bromo-4,5-
dihydroxybenzaldehyde enhances the level of reduced glutathione via the Nrf2-mediated pathway in human keratinocytes. Mar.
Drugs 2017, 15, 291. [CrossRef]

19. Ryu, Y.S.; Fernando, P.; Kang, K.A.; Piao, M.J.; Zhen, A.X.; Kang, H.K.; Koh, Y.S.; Hyun, J.W. Marine compound 3-bromo-4,5-
dihydroxybenzaldehyde protects skin cells against oxidative damage via the Nrf2/HO-1 pathway. Mar. Drugs 2019, 17, 234.
[CrossRef]

20. Cebula, M.; Schmidt, E.E.; Arnér, E.S. TrxR1 as a potent regulator of the Nrf2-Keap1 response system. Antioxid. Redox. Signal.
2015, 23, 823–853. [CrossRef]

21. Lee, J.A.; Kim, H.R.; Kim, J.; Park, K.D.; Kim, D.J.; Hwang, O. The novel neuroprotective compound KMS99220 has an early
anti-neuroinflammatory effect via AMPK and HO-1, independent of Nrf2. Exp. Neurobiol. 2018, 27, 408–418. [CrossRef] [PubMed]

22. Olsen, C.M.; Meussen-Elholm, E.T.; Holme, J.A.; Hongslo, J.K. Brominated phenols: Characterization of estrogen-like activity in
the human breast cancer cell-line MCF-7. Toxicol. Lett. 2002, 129, 55–63. [CrossRef]

23. Legler, J.; Brouwer, A. Are brominated flame retardants endocrine disruptors? Environ. Int. 2003, 29, 879–885. [CrossRef]

http://doi.org/10.1016/j.toxlet.2012.03.771
http://www.ncbi.nlm.nih.gov/pubmed/22484147
http://doi.org/10.3390/ijms22073380
http://doi.org/10.1021/acs.jmedchem.8b00986
http://doi.org/10.1016/j.ejmech.2019.01.057
http://doi.org/10.1016/j.ejmech.2010.03.001
http://doi.org/10.3390/md15090291
http://doi.org/10.3390/md17040234
http://doi.org/10.1089/ars.2015.6378
http://doi.org/10.5607/en.2018.27.5.408
http://www.ncbi.nlm.nih.gov/pubmed/30429650
http://doi.org/10.1016/S0378-4274(01)00469-6
http://doi.org/10.1016/S0160-4120(03)00104-1

	Introduction 
	Materials and Methods 
	Chemical Reagents, Purification, and Instrumentation 
	Synthesis of 2,3-Dibromo-4-hydroxy-5-methoxybenzaldehyde (1c) 
	Synthesis of 2-Bromo-3-hydroxy-4-methoxybenzaldehyde (2b) 
	General Procedure of Methyl Bromophenol Derivatives 
	Bis(3,4-dimethoxybenzyl)ether (3b-1) 
	Bis(2,3-dibromo-4,5-dimethoxybenzene)ether (3b-2) 
	Bis(2-Bromo-4,5-dimethoxybenzene)ether (3b-3) 
	Bis(3-Bromo-4,5-dimethoxybenzene)ether (3b-4) 
	Bis(2,3,6-Tribromo-4,5-dihydroxybenzyl)ether (3b-5) 
	2,3-Dibromo-1-(((3-bromo-4,5-dimethoxybenzyl)oxy)methyl)-4,5-dimethoxybenzene (3b-6) 
	1-Bromo-5-(((2-bromo-4,5-dimethoxybenzyl)oxy)methyl)-2,3-dimethoxybenzene (3b-7) 
	1-Bromo-5-(((3,4-dimethoxybenzyl)oxy)methyl)-2,3-dimethoxybenzene (3b-8) 
	2,3-Dibromo-1-(((2-bromo-4,5-dimethoxybenzyl)oxy)methyl)-4,5-dimethoxybenzene (3b-9) 

	General Procedure of Acetylation of Bromophenol Derivatives 
	(Oxybis(methylene))bis(2-bromo-6-methoxy-3,1-phenylene) diacetate (4b-1) 
	(Oxybis(methylene))bis(2,3-dibromo-6-methoxy-4,1-phenylene)diacetate (4b-2) 
	(Oxybis(methylene))bis(4-bromo-6-methoxy-3,1-phenylene) diacetate (4b-3) 
	 (Oxybis(methylene))bis(2-bromo-6-methoxy-4,1-phenylene) diacetate (4b-4) 
	(Oxybis(methylene))bis(5-bromo-2-methoxy-4,1-phenylene) diacetate (4b-5) 
	 2,3-Dibromo-6-methoxy-4-(methoxymethyl) phenol (4b-6) 

	Cell Lines and Cell Culture 
	Cell Viability Assessment 
	Intracellular ROS Assay 
	Cell Apoptosis Analysis 
	Cell Cycle Analysis 
	Western Blotting Assay 
	Statistical Analysis 

	Results and Discussion 
	Chemical Synthesis 
	The Cellular Antioxidant Activity of 3b-1 to 9 and 4b-1 to 6 
	3b-9 and 4b-3 Ameliorates H2O2-Induced Oxidative Cell Damage 
	3b-9and 4b-3 Decreases the H2O2-Induced ROS Generation in HaCaT Cells 
	3b-9and 4b-3 Promotes the Expression of the Antioxidant Protein TrxR1 and HO-1 

	Cytotoxicity of 3b-1 to 9 and 4b-1 to 6 against Cancer Cells 

	Conclusions 
	References

