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1. Supplementary Data

1.1. Synthesis and structural characterization of (E)-3-(2,6-dichlorophenyl)-1-(2-
hydroxyphenyl)prop-2-en-1-one (1)

Cl NaOH (60%) c
N OHC MeOH, rt, 4h - S
78%
OH O ol OH O Cl

1

Experimental procedure: An aqueous solution of sodium hydroxide (60%, 160 mL)
was slowly added to a methanolic solution (150 mL) of 2’-hydroxyacetophenone (4 mL,
33 mmol). After cooling the solution to room temperature, the 2,6-dichlorobenzaldehyde
(7.0 g, 40 mmol) was added. The reaction mixture was stirred at room temperature for 4
h. After this period, it was poured over a mixture of ice and water, and an aqueous
hydrochloric acid solution was added until pH 2. The precipitate formed was filtered,
dissolved in chloroform (300 mL), and washed with a 5% aqueous solution of sodium
hydrogen carbonate (2 x 200 mL). The organic layer was collected, dried over anhydrous
sodium sulfate and the solvent was evaporated to dryness. The obtained residue was
crystallized from ethanol. After (filtration, the (E)-3-(2,6-dichlorophenyl)-1-(2-
hydroxyphenyl)prop-2-en-1-one (1) was isolated as a pure yellow solid.

(E)-3-(2,6-dichlorophenyl)-1-(2-hydroxyphenyl)prop-2-en-1-one (1), yellow solid,
7.54 g, 78% yield (mp 101.8-102.5 °C).

H NMR (300.13 MHz, CDCls) 6=6.95 (ddd, ] =8.2, 7.1, 1.2 Hz, 1H, H-5'), 7.04 (dd, |
=8.5, 1.2 Hz, 1H, H-3"), 7.23 (t, ] = 8.5 Hz, 1H, H-4), 7.41 (d, ] = 8.5 Hz, 2H, H-3,5), 7.52
(ddd, J=8.5,7.1, 1.6 Hz, 1H, H-4), 7.84 (d, ] = 16.0 Hz, 1H, H-a), 7.85 (dd, | =8.2, 1.6 Hz,
1H, H-6), 7.99 (d, ] = 16.0 Hz, 1H, H-B), 12.63 (s, 1H, 2’-OH) ppm.

13C NMR (75.47 MHz, CDCls) 6 =118.7 (C-3), 119.1 (C-5’), 119.9 (C-1"), 128.8 (C-o),
129.0 (C-3,5), 130.0 (C-6"), 130.2 (C-4), 132.3 (C-1), 135.4 (C-2,6), 136.8 (C-4"), 138.4 (C-p),
163.7 (C-2'), 193.7 (C=0O) ppm.
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2. Supplementary Figures

—
—
=
)
[
?
-
) =1 0126'9
° %_._L mzm.@%
) 8hb6'9 .
S o %&.wW [0t
2 02569/,
Lo o 8169 \
= 95£6'9
" 2 oe0L
OTH £685'T — [~ 9] STE0LT -
< £550L 60
o .
L2 W 9650°L
X
n o
Fei =
IS
\M .h_
)
L2 e
” - 09072 —
° = L0ETL~
e mJ 6veTL” bzt
b3 €000 00922 —
in
L2 <]
(o9
° 2
L2 g
<
8675 — — " =
01269 Fu g
8V26'9 ? 86€'L~
8Hh6'9 Lo O . Lo
. é 4 9BTH'L\ 0T
8569 ~ ey
02569 " ~
81469 [e 2 e
95L6'9 . g ~ ST6v'L
uL ﬂ Mw leg X xm.l%
STE0'L Bt © s VSIS
1850°L = o [ €0LSL—7 801
9650°L — o N g vszs L7
0902'L | 2 st
(0871 H,MN. e s 06b5'L
6E7'L 60 0
€000 0092°Z [0 Q.
8266 o )
98IV o ~ 0
602b'L ro > @)
ST6b'L Z O
L6t°L L@ s
23t o ﬂﬂ N
£025'L o - oy
¥525'L re 7%} p=
565, - o N
0652 Le =
608'L - B S
S9E8'L ° 22 V608"~
s 5 i S ez
o 2 1298 L~
1698'L Lo
18567 - 1698'L 7
9110’8 o
[
in
» bo
£529°71 — —Fo0T || ™ 18562 —
o
re
. 960
" 91108 —
b
a
9
Ls

Nanomaterials 2022, 12, 3561

7.45 7.40 7.35 7.30 7.25 7.20 7.15 7.10 7.05 7.00 6.95 6.90
'H NMR spectrum of (E)-3-(2,6-dichlorophenyl)-1-(2-

the

hydroxyphenyl)prop-2-en-1-one (1) (300.13 MHz, CDCls).

.
7.65 7.60 7.55 7.50
f1 (ppm)

Expansion of

8.00 7.95 7.90 7.80 7.75 7.70
Figure S2.

8.05




Nanomaterials 2022, 12, 3561

30of 6

-

a g FINS2bRuEEs Salk g
& 8 ARBSS8ABRSE S2E 2
& g 888883858338 NN
g8 § = BRHNBANKZZX NN S
R N g
A f W " y “JLWN“‘,‘ Vi fonwny L e
Zbﬂ 1‘90 1‘80 1‘70 1‘60 1‘50 1110 1‘30 1‘20 1‘10 lbO 9‘0 éO 7‘0 éO 5‘0 ‘;O 3‘0 2‘0 1‘0 b
f1 (ppm)
Figure S3. 3C NMR spectrum of (E)-3-(2,6-dichlorophenyl)-1-(2-hydroxyphenyl)prop-2-en-1-one
(1) (75.47 MHz, CDCly).
% = 8 g 2% RO R
5 g & & 58 83 g 5§
8 8 4 8 83 &8 g 2=
Vo I

. J

T T T
139 138 137 136

T T T T T T T T T T T
129 128 127 126 125 124 123 122 121 120 119

f1 (ppm)

T T T T T T
135 134 133 132 131 130

Figure S4. Expansion of the 3C NMR spectrum of (E)-3-(2,6-dichlorophenyl)-1-(2-
hydroxyphenyl)prop-2-en-1-one (1) (75.47 MHz, CDCl).
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A. First experimental strategy
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B. Second experimental strategy
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Figure S5. Schematic diagram of the experimental designs used. A - Schematic diagram of the first
experimental design used. The exposure times for the experiments as well as the recovery period.
Blue arrows indicate the timepoints where the cell viability was monitored. B- Schematic diagram
of the second experimental design used. First, (I) cells were incubated only with different chalcone
1 concentrations (0-25 uM) for 7 and 13 h to test the cytotoxicity of the compound. Then, cells were
exposed to chalcone 1 (0-12.5 uM) or 20 pg/mL of ZnO NPs (II) in the absence and presence of
different concentration of chalcone 1 (0-12.5 uM). III) Cells were pretreated with chalcone 1 for 1 h
and co-exposed to ZnO NPs and chalcone 1 to evaluate the protective effects of chalcone 1 against
ZnO NPs toxicity. IB, immunoblotting; NPs, nanoparticles.
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Figure S6. GC-1 cells monitoring by light microscopy (6 h). Light microscopy images of GC-1 cells
at different time points; (A-E) unexposed cells, (F-]) cells exposed to 20 pg/mL of ZnO NPs for 6 h.
Black arrows are pointing into visible aggregates of ZnO NPs. Photos were taken at 20x magnifica-
tion. Bar corresponds to 150 pm.
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Figure S7. GC-1 cells monitoring by light microscopy (12 h). Light microscopy images of GC-1
cells at different time points; (A-E) unexposed cells, (F-]) cells exposed to 20 pg/mL of ZnO NPs for
12 h. Black arrows are pointing into visible aggregates of ZnO NPs. Photos were taken at 20x mag-
nification. Bar corresponds to 150 pm.



